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] OVFNRTHEV, AERICHNTIE, Thb—ASF vizFfw—. Y
T—RET P TR BRE R, ERBORERK LTSI LT B,
— 2 I A -

x%%m2ouL@H%Vﬁ@&020uL®L%Vﬁﬁ\ﬂib<ﬁ%ﬁ2
~4, BITHE LB L 2 58 D—RBIREREIL, EROL 3% 20H LD
HEVERE LEVERE ZTNENET TS, ORI RTF FICBOTHER
i BRI SEE O SIS, BRMICR—ERHF v 0¥ A v — 2tk
Y B MAEHE R L85 L ORBS U IRENSH Y, FIRE
[HEEVE) — [LEVES] — (HeIVEE) — [L&VER)
XiE |
[L#VES] — [HEVE] — [LeVER] — [HH VR
DIEF CHEHARB SN, “hoDEBITY v — %/ LTERS NS,
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yoh— _
AR, HEV RS LBV 2R H Y o h—E LTI, B
EFIECLIVBALBAEBORTF K v h—, XIBBRILAM Y v o—,
% 2 1¥. Protein Engineering, 9(3), 299-305, 1996 (ZBARENB Y v I—%H
WBZERTED, TRHD) rH—RBR—FFATRLIREZ>TWTH &
W, RZFRY U H—EFETEHE, 40U rH—0FlE LT

Ser

Gly-Ser

Gly'Gly-Sebr

Ser Gly  Gly

Gly-Gly-Gly-Ser

Ser - GlyGly Gly
Gly-Gly+-Gly-Gly-Sert

Ser - Gly-Gly-Gly-Gly

Gly GlyGly--Gly+Gly-*Ser
Ser*Gly*Gly+*Gly Gly -Gly

‘ Gly*Gly-Gly+*-Gly+-Gly-Gly-*Ser
Ser - Gly*Gly+*Gly--Gly+-Gly+Gly

(Gly*Gly*Gly+*Gly+*Ser)n
(Ser*Gly-Gly+Gly Gly)n"

[nIX 1 LB THD] 2BIFBZENTES, FELWI VI—XTFFK
DEIFHRRERBZZEBICL > TRREDHB, —A#HF vICBWTIT@ERE 1~ 2
0TI /BETHHONFELY, 2OULOHBEVEREN 22U LD LEHVE
i 28 te— AU EFERIC VTR, [HEVER] — [LEVEE] Uk [L
VK] — [HEVER]D 7572 25RA—ORERHABIEHRT S bORLE
ERETDIEDDRTF R U H—DREIFTL~307 I /8, FELIE1~2
0TI /B, EHIHFELLIRS~187TI/BTHD, £7-. [HEVEE] —
CILBVER] (U [LeVEEE] — [HEVIERD) 254 3F—0RE&e
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%u%%muaw%@ni% F#étb@«j?bj/w~®EéM1~4o
7:/%\ﬂib<13~307:/ﬁ\ébuﬂib<@5~2o7\/&r
bB, TNHDY v H—EEAT B FERARAOELHMEE 2~ FT3DNA
OEHFEOTRRAITBNTHR~D, '
AFEBICRITBILZEEARY Y v — (LREBED 13, _7F FORBITER
AVbTHBEEH, FIZEN—t FrdyAr o4 IF (NHS)
927VV4SVWZNV~E(Dsm\fz(xw$xyvV4i9w)z&
—} (BSY). UFHER (XA IVLTTEFR—1) (DSP),

FAER (RANVKRI VA IVVTaEedFr—1F) (DTSSP), =F LY

Jya—AtR (RZ VA IPNARIIR—1) (EGS), =F L FYa—n
ER (AARAY VA SUNRT VF— k) (AAK—EGS), VAZ VA
SUMBEEE (DST), VAVKAZ Vv A SVNMBERBE (AVE-DS
T). B2 [2— (RF Y4 I FARVHAREAARY) ZFA] ANKY
(BSOCOES), tR [2— (RANVKRI YA FARVAINR=NTF

) ZFA] AAKY (AAK—BSOCOES) RETHY. ZhbDRMEH

BAIRENTVWS, Eic. LEARYY v h1—DE Sk, ERORTFRYvH
—DESKRYTIRETHDOBFE LYY, o

Bio, —ASF v 0¥ A v —EWREEHEE, EEMMCEE S hr—AH
B —REHEOBREP T, 20%MU L, FELIZIS 0%LUE, b
L<iZ8 0%EAE, BbIFE LI 0%U LY A< — (b HDICELEY >
—E2BIRTAZENFE L, BEMICIZ2~1 27 3 ) B, IDﬂiL<ﬁ3
~107 /8. ERRINCHASTBM0Y b —2RETE LU,

WETUE D RIE

ST, TP OLE7 5 —ICR BRI AT 5 B f LA b R
DHBVESE LEVER L B0 Y ¥ H— 20 LTl 5 T 10 L 08D
B, —KEFvOBE LT, WO99,/10494ICHEMENGL 2B 5HE,
1 2E 1 0Fific RT3 HE VAR & L #V A HT 5 bOREF bIB,
2 ODOHEVIEIRKE 2 20 L#HViElg 2 & OARHOKER W®Wtbrm
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CRTERE/ Zun—FAbEREROHE VERE LEVEREET5sc12B5

(Yoh—:157I/)8). sc12E10 (Yo —:157I/8), db

12BS5¥A~— (Vo H—: 573 /)8). db12E10¥FAf~<=— (VP

— BT I/B) BESLNB, |
KR DRETIR LIRS B2 0IId, Bk ) _FF KRB THD =L &
T HH BT, TON—RMCL T FTARTF ReMMT 5B TED, &
7o, BRIRTF FOPEHRBEREDO DI, BYXT7F FREEICBWTHRT
HHAMOEF], PIZIEF LAGEFIZREEBATIZ LN TE D, ZOHE.
PIF LAGHRMAEZAWTI A v —HRIEDL L HTE D,
ABADRELERTZ7eDIIX, Zhixka—RT5DNA, BIb—AKEHF v
a— FTA3DNAXITEHER—FAER) RXRTIF FE2a—RFT5DNA2ED
EAHB, SNLODNAR, #lzifscl12B5, db12B5, scl2E
LORU,/Xixdb 1 2E 1 0DHAEICIKRATEF v AROHSE VERER U LEV
BRE 22— FFA2DNAZANT, XIZZhWHODNARER L L, ZOESIN
OFEDT I BfgsEa— FTA2DNARKS %, TOMBERETEIT 74~
—%ERVARY AT —VPEHRE (PCR) ERLVEIETAIZ LICEVES
ZLNRTEB, |

& VEBICOWT, 72/ BRI O—HBRELFET 586103, PCREZR

CBWARAHOFEICE o T L RXEAHBEOT R /BARESNE, BIb1 b LR

BEOT S JBAKE, BRL L IHMENET I BESEET S VERE
BHZENTED, BEDOHRICK L THOICEESH 2 WERE L ERT B
HIT. PCREZAVBAMDFIEC L > THRVERDT S/ BESI0—%
HETIZENEE LY, |

PCRICAWEZIA ~—%RETHICHEY . £/ 7 a—FLHHE» LIS
TEHAI. BEERLIBFICBWTHLNEHIEE AW THETEBEROHER
VLD F A L 7% LTHEEOB 2 RET 3,

iz, PCREEZAWVWTL 2B 5HARVL 2 E 1 OufED LV i Z 1818
THRD, 5 —FKA U TR/ VLAF FSS4w—RQ3 —KigAY T2 L
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FF KT T4 w— % EBO LS CRET 5, FBICLT, 12BSHERTL 2
E 1 0HtEOHBVIRORIEO /b, ZNENE —KWF 5 v —R U3 —
KT 54 <~ — 2 RET B, | |
ZOFE LTEERICBO TR, 5 —KIET 54— 20 5’ —KEFEI
FIRBERH i n £ 1 GIMFERAI2 34T AEBIGANTC28H L, LT3 —%
W7 T4 v —IRT D5 — KRG HIEER Xma | YW ZRIT BX S L
AF FEFICCCGGGRBHETHbOEMM LTS, ZhbOHBERIN
BTS2 — KT 2 BMODNANR 27 o ==V PRy F— 2T 7
B—= /BB ORBIRY | OHRERIBHT b L,
BICRE SNEPCRFSA4~—%MAVT, 12B5H. 12E1 0HkD
%Vﬁ@%ﬂ*%?écDNA%%h&DS—&U3—$%k SV VT Y R
ERFIFEA LT, ThORRBERY ¥ —CBBIBASNS Lo ic, BoEh
6#&%%N75~¢Tﬁ@K%mTéiﬁubt(ﬁxﬁ\ﬁ%%TMKoz 
a kEFIOBAZ &V BRPEE LT B L5 IcTRENTNS), KiZ, ZhbHD
7§4v~%mwaCRc;@%@br%tlzBsfm 12E 10D
EVHEGEE, TEOt FCHER% T TILEE T 3HEFRE~I #— (W09 2
—1975988) KHALEL, 7u— VﬁéﬂtDNA@ﬁﬂ&muﬁﬁwa
%, FlziF. BEEMDNAL—F T H— (Applied Biosystems tH&Y) %Hﬁb\fﬁ
5T EBTED, |

AR D Kﬁwf\DVW~\%iﬁR7?FUVW—d&®;5K

CEATBIENTES, b, EBOHS VISR U LEVEROE DT T A

- — & —EARRM 2 EFI R L. oY LA —ON—KISE 130 —KiE
—FI3E5FF7A~—%EL, ThEAVWTPCREITIZLICE>TH
BOT7 I BRABLCESEETBRTFF) v h—ka— FFBDNARE
BB ENTES, ZLT, EDNA%S LCHSE VEBR U LEVE Fik 2 =
— KT 3DNARERTIIE, FFRORTF KV v h— BT 5ERHOREH
% a— KT BDNARBAZ ENTES, Sbic, 1OEHELa— K+
BDNA%¥BIZEBTENIT, MEDNAZEEEIC LT, ZLTRE4DY b
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—RO75 4 w—k@EH L. ZREAVTP CREEBTIIE, FEO~TF K
Vo h—%BTHEREREITY I —%F 2V HER W%ﬂ—bTéDNA
AEBICBE T LNTE B, |

‘zt\K%%mﬁw5&QKW@%ﬁvﬁWm\%x@EW(wzm;&m,n
6. Cancer Res., 53, 1-6 (1993) #BRBDI &) EAWVWAH L E-T, £ M
{6352 L NTETHY ., Fh—BE MULShEEHVEREZ =— FT3DN

CARERSAE, b MUE—ASEF v, b MEE—AHF vITH. E FE(LE

J 7 a—F ) W%ém@tbmm%/&u~TW#¢%ﬁu a&*%ofa'

BICEHTIENRTH S, EbIT, ME&%G\:ﬂBGVﬁﬁ®7:/@

BFID—HEWETHZ L HHRETH D,

Ebiz, @h%l%khﬁé@%&ﬁ%%WTiL®7ﬁxm%ﬂH%Vﬁﬁ
&UL%V%W&H*FT%DNA&H%k\sanﬁ¥?6m®%%@%$
%@DNA\ﬂi&tFﬁﬁ&%@%%Vﬁﬁ%ﬂ—F?éDNA&@é:&ﬁ 
T& 3, BOoNEDNAZFRWT, LOWILEY, FiCt MUEBROHHVE
ﬁ&vLﬁVﬁﬁ\tbm%®~K%Fv&U%®%H;%Gmtbm%o%/

7 n—FNVGHER O E DR 255 Z LR TE S,

ARAOULIAEN, ZEHRIE (bi-specific) WEHETHBHA, LMD
FiE BIZIE, W09413804 BAMICTHBOFTIE) KX VERTAZ LB TE B,
UED L YT, BRETIRERBOSHVER. b MEYLKRER ww%ﬁv_
% o— FTADNAMERShIE, ZhbrERTARE~S F— R
HREAS ¥ L O HBER S N EE R B> TBB I ENTES, &
foo BEICH-THEEEER L, BE LLEMR—ASE v, BlRE Ml—
APF v, & MUYLE ) 7 o —FAREROE MYLE ) 2 o —F LK I
WIS & S BE LI — I £ TR 5 2 LR TE B, COHE, BE
DEEETHV LGS o RRFE, Flxid8Era~ b rS 74—, [RINE
B, EA, BATEREERR, GO T, ARFAOREHIEL S - RS
LRTEBN, TNBIBESNSD bOTEA, -

- EMR—ASF v ¥ B, BIXE. COS T, CHOMMR L OB
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RN, FELBCHOMR TEEAT ZHE. EMiFE THEMR—AH

FvaEASED L, HlF THRLEE—FHF vOF( v — 2 RENICHER
FCEM BRI B ENTED, EbIX, ZOEIRLTRERRENEKS A ~v—
2. REIM, BELTHAv—DRETRETLHZLHTE D, TOFAITHAY
5z &M T & D EMIFEEHEIT. ﬁ%%ﬂ?f%ﬁzﬁ//\&E@EE%JQV\B#’L‘CV\%
BHTHNEV DR HDOTH L, HIZRESND bO TRV,

AREPOYERGORED L IR ORIR, HIITHEMM, FX IEY
MERE. B A ISR SRR R, FORREME, RUBERMEI, MR
B, fl i SMEmE, Sl I KBEBIRSEZERT A Z L8 TED, FEL
<, ARFAOCUENRETEIEMI, #lECOS 7HIENIZCHOMRH T
RRIND,

INH0OHE, WLBEMBE TORBOLDIZERRERO Y rEe—F—2 A
DIEBTED, HlZiIE, e b YA MAHTBTA/RX (Human cytomegalo-
virus : HCMV) Fi#i (immediate early) o E®—F —2EHT 23008 FFEL
W, HCMVZ7RE—4F—%288 T HRBEBE~J F—0fliciz, HCMV—VH-
HCyl, HCMV—VL—HCK%T&%->T, PSV2neollktsdrsx

2RI S — (EREABRAHWO92,71975988) BNEEEhD,

Eio, EOMIC, KEFHOLDICRVDZ L OTE ZHABYMIRICKT SE

BEFRBEOTeE—F—L LTRV I YA NVA RIA—TANVA TT/

¢4wx,Vi79¢4wz4o(SV4o)t8®74wz7m%~5—%t
M RIRFFRFz—r 20y —vay-777%—1a (HEF—1a)
% EDALEHREkD T rE—F— AVl FlRiIXSv40nTo
E—F—%ERTZHAIL. Mulligan, R C. 50K (Nature, 277, 108-114,
(1979)), ¥£72, HEF — la 7o ¥—% —%{ERT5F &1L, Mizushima, S. 5
DFE (Nucleic Acids Research, 18, 5322, (1990)) KRR IXESICEKET 5
zERTEB, |

BREE (or i) ELTHL, SV4O0, BIA—TIANX, TF oA
A, FAER—TUA X (BPV) EOBKDor i ZAVDZ LM TE, X
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BICRBEANY F—BIR—H— & LT, RAKFSURATTI—FPAPH (3

) IIHBVWET (neo) BEF. FIVUFF—F¥ (TK) #BEF. KBHE
.#‘9‘5/7“/—7‘7:‘/7}“\271?971%“/}1/ FSvx7x5—¥ (Ecogpt) &
F. Pt Foi¥EgBiEEE (DHFR) BaFE2E80I M TED,
RO X 3 IR LR ORI ATE R, TUAA L/ T L (R
IA), BEESEBAERNEE (ELISA) ¥RRE7TT X2/ EB%0K
OB ECHET S LNTED, £, TBOT /2 0 —F MAEOBERER
FHEIC LT, BMITIRIRE / 7 0—F SO 2 ORR~OBEKIFHBE
IEROERE I LTS 5 = L ST 5B,
#mwm\x%%®&%m¢%:~FTéDNA&@ﬁ?é%ﬁN&5~T%

EER LB, F1FCO S 7 MBI IZCHOMM % H L, TSR L

FAIIAR O/ X3 E OB EE, X3 5 bR L kBl BV THR
~DREARRET B, MEBLLTER~Y ¥ — 0L CHHEER L MEOESEE
Wz R VB, HUR. BIZIE1 2B 5HA 1 2E 1 OHAEOBAIITE IM
P Ly MEIBBMEEB a/F3MIIC, ARBOWEHES & ORBREE VIR
ROEE EEEML, FIXE7o—%A b2 M) — 2 2L CTHREREEEET
iy 5. - |
in vitro TOYYFMEESRIEA Blxid, EMERORME, HMeFEELR

| REOHME, MMEOEA, TPOLEZEZ—F V7 RDY VBLE) 11, H

B % RET 5 M AR ET 2 BA LA, AikoRERiEoRRR
BRI L, SRRV TY a5 (FAE & EMP L
FAE R RERE, &NV B0 Y VEMLORIE, iRl MRERB TR D
) EMORESECIHEYT S 2 LB T B, | |
In Vivo COIHRERIZF 2 1E< 7 AIC MPL 23R4 5 / 7 u—F Ak,
AFEH DKL, HEE LTPBS £ R ET 5, £LT. =V AMEFOMAN
IR OTA CREEOM & 2T 5.

ERDO XSz, TOPLEFF—IcBEMCEST S, HEVREEEL 2oLk
BROLSEVEES 2 2L EE0SREHAZER L, $l2IELED In vitro F A
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In vivo CORMERBIC L W ARHORTHE RS V—=v 7 F5Z LItk
T, ARFOREREETET 52 LB TE B, |
AFERAOUEFEIZ, 2 U LOHBE VK2 2 LD LEVER, FF
LB A 2~4, BICHFELIEL 20B 0 bDTHY ., 1 DOHEVER
RO1 2O LEVERESD—AREF vOF A <v—, X220 EOHE VER
RO 2 0L B LEVEREERE L —FKEHR) XTF R THB, ZOL 572
BAELBTET, bEDT ) 7 0T AAEOHERE A MO RS £ L
T, BRERERAMERETILDLEL RS, |
ARBAOURLETIEIZ, BT BT g G) LHEEL THEHERESFL
FER STV BRn, Kl BE~OBTRIELTEY . &bICRREST
LD LBVEREET B, ZOkb, KERORERELANSZ L), T
PODL Y FAMBINICHELFETS 2 LN TES, BT, hERET
BERMAIT, M/MIRSABEET 5 MRS, HOANREDLEREEOM
IMERRDFER & OWREEL LTORAREIF SN D, . R TERIC L 5ER
K& LTORALEFSh, RIEAHP PRV SOMDILAM LA SHED
TEICEY, BHRMRSEE I L HLTETH S,

RALTERTIH-ODOEROFE
RIC, AEHAZTROEBRAIC LY BEMICHAT I8, T XD AZEHD

HENBEZND D TR,

AREAOUEREOREFEEY., TERO—AREF v O/ERIZHIC L THEAT 5,
FEAOREREDOREFECENTHNS, EFTAPIKXTHYYAMAB
L—1. MABL-2¥ifk%EETE A7) KR—< MABL—-1RUMAB
L — 2%, ARNBEYFTEHE T H 2 BMENRE TN E T2 TIBND
At (KMBROKIEHE—TEL1E3S) X, 19974 9A1L 1A, ZiH
FELNETNFERM BP—6100, FERM BP—6101¢&¢LTEER
FBEINTVD,

EHEBI
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EHEH1 (P IAPRRTBTYRE) 7 o—FARKO VY 2 — K
BDNADZ a— k) | a

EFIAPEZRT YU RE /)7 a—FHEMABL— 1 RKUMABL—2
DRIEFEKEZ 23— FTFE2DNARRDEIICLTIZu—vfblik,

1. 1 AvEyYP%—RNA (mRNA) DOFRH _

NATY F—=<MABL—-1RUMABL—-2250mRNA%Z, mRNA
Purification Kit (Pharmacia Biotech HED) ZRVWTHEML, | |
1. 2 ZHXH-DNADAE

1 1ngDmRNA XY Marathon cDNA Amplification Kit (CLONTECH #£1) %
FAWTZAHc DNAZER L, TF7¥—%HERfLE, |
1. 3 PiAkwEiEES a— P4 2%EFOP CRIE L HIMIE

Thermal Cycler (PERKIN ELMER48) #BVTP CRE%{To%,
(1)MABL-lL%Vﬁﬁ%z-F#éﬁﬁ%@%ﬁ o

PCREHEATBTIA v — 1L 7575 —OBHNEFI L N 7Y FARF
HESNES : LIRTT ¥ 7F—75f<—1 (CLONTECH #&)), Rt~ AW
v /8 LG CRIRERFI & A 7 U 54 X4 HWIIES : 21RTMKC (Mouse
Kappa Constant) 7”5 A <— (Bio/Technology, 9, 88-89, 1991)"5_’}1%‘7‘:0

PCRYKS50n1i%, 5pl @1 O0xPCR Buffer II, 2mM MgC I,
0.16mM dNTPs (dATP, dGTP, dCTP, dTTP), 2.5=
=y FODNAMRY 25— AmpliTaq Gold (LAt PERKIN ELMER #&Y). 0. 2n
MOBFIES : LIRTT ¥ 75 —F54 ==& 0. 2aMORIIES : 2171
MKCZ774~v—RUMABL—~1HE¥EDZA#EcDNA 0. lngxk&HL. 9
A COYHBREICTIDHZ LTRIZ9 ACIKT1 oM. 6 0°ClzT1HEEN
72CKT142 0BH., ZoIEFCHALE, ZOREYA 7% 3 5ERKE
Lieth. BRBAMEEICT 2°CT1 0 SRIMAL L, |
(2) MABL— 1 H#VEKAZ = — N4 5 c DNADIEIE |

PCROEDDTTAv—t LTRIIES : LLRTTFT5—T 5471,

RUBSIES : 3ITRTMHC —y1 (Mouse Heavy Constant) 75 A <=—
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(Bio/Technology, 9, 88-89, 1991) Z MV iz,

c DNADHIEIZ., 0. 2pMOMKC 754 =—DRHVIC0. 2pnMOMHC
175 A ek O THIE L AERGT, ATEEL. 3 (1) IKBNTLEV
TR F OB DWW TRB LD LR LHEC L VT,

(3) MABL— 2 LEVHESi% 23— 45 c DNADHIE
. PCROEBHOITA~—& LTEIIER : LIERTTF 75 =774 <1,

ROESES : 2ITRTMKCT 74 ~v—2 RV,
cDNAwﬁﬁm\MABL—l&%@:m%cDNA.leg@ﬁmeM

ABL—2HE¥XD_AHcDNA 0. lpg#RVWTHIELAZRAZERWT, FiFEl.

3 (1) KBWTMABL— 1 LS VEEEEFOBIBCOWTRR LD LR

CHEICXLVITo 7,

(4) MABL— 2 HE{ V% = — K35 c DN ADHIE

PCROEDDFFAv—t LTESIES : LImTT7TF 78 —TF54<—1,
ROBSIES : 41ZRTMHC—y2 a 75 <— (Bio/Technology, 9, 88-89,
1991) ZHAW,

cDNA@%@m\Q2pM@MK07§47~®ﬁmeQszwMHC
—Y2 a 754w —EAVTHIE LEAEBRNT, AL, 3 (3) KBV TLH
VEBSEGF OB OVWTERBE LD LR UHEICL VITo 7,

1. 4 PCRARYDKEL

BIBR0 & 512 LT P CRIEIC & 0 38 L7 DN AN % QIAquick PCR
Purification Kit (QIAGEN #&) ZBW TR L, 1mM EDTA%REHETS
10mM Tris—HC! (pHS8.0) icifELk,

1. 5 HEHERUEEER

LEROLICLTHRELEMABL — 1HR~ Y ALy AR LEVERE = —
M4 B METFEEATHRADNAKAM140ng#pGEM—T Easy~
7 #— (Promega #LHY) 50ng&\ 30mM Tris—HC1I] (pH7.8).
10mM MgCl,, 10mM VFFALA b—b, 1mM ATPRERU3 =
=y kb T4 DNAUH—F (Promega ) 2&EHTIRNEBEERP T, 1
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5 CIT T 3 BFfR SIS & Wl fs L7,
&K\1p1@t%EF@AM%k%%DHSawnyE7Vb%ﬁ(ﬁ%%ﬁ

&) s50nlicimz., #LTZ OHIa%E K ET3 0458, 4 2CIZTIHMZELT

Eomtvz ﬁ%%btokmrlooplwsocmﬂ(mmomu&ﬂ
MZ\lOOpg/ml@7/t/)/(ﬂ@M&§)&aﬁTéLB
(Molecular Cloﬁing : A Laboratory Manual, Sambrook &. Cold Spring Harbor
Laboratory Press, 1089) BRHH ki TORBERBATL, 3 7 Ol TRES
% L CRB R EERIEL B, f
COWEEREE, 50ng,/ mMIDOTLEVY VEEETASLBEM3m ] P
T3 7TCICTHRAEIEE L, TLTIORKEEMD D QlAprep Spin Miniprep Kit

© (QIAGEN #:8) ZBWVTFF 23 FDNAZ#R L%,

IOLTH/bNE, " ATY F=<MABL— LIZEHRT B VAN v BL
HVEEEZ o — Fy5BEFEERTEI77AIREpGEM~—M1LEGAL
7o | |

LRORUHEICHEST, 7Y F—vMABL— LIRS 57 U AHS
VY o — T3 -ETEEETE 7T A FRERDNAKH & /ER L,
pGEM—-M1HERL LE, |

3 A47DP—7MABL—2*ﬁ%#évyzwyﬂmLﬁvﬁﬁ%ﬁ

'.—bﬁaﬁr%&aﬁtéfyz FEMBDN AR 5 S L, p GEM—

M2 L &fdk L,

k. "M TV F—vMABL— 2CH¥kT 5~y AHEVERE 2— FT5
BEFEERETH77AI FEREUDNAKA»OERL, pGEM—M 2HE
e LT, |
EHH 2 (DNAOEERFIORE)

RIRED T 7 A X FHD ¢ DNA 33— FERBOEERFIORER, BHDNAY
—4 ¥ — (Applied Biosystem #£8) K UtABI PRISM Dye Terminator Cycle
Sequencing Ready Reaction Kit (Applied Biosystem #t#Y) #F\\T. A—# —
BEDT T b a— > T o1,
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75233 KpGEM—M1 LIZ&FEh35<vUAMABL— LHiED L#EH V%K
00— Ry 5 REFOEERIIZEFIES : 5177

%7, 79AIKpGEM—M1HIEFENB~YVAMABL— 1t OHE
VS o — 3 RETFORERS 2 EHES : 61077, |

%7, 77AIFpGEM—M2 LIZEENS Y AMABL— 2HED LH
Vi % o — N 2 BEFOREERSIZ2E8FIES - TITFRT, |

it\75%iPpGEM—MZHKaihéVWRMABL—2ﬁ¢®Hﬁ
ViRl % 2 — N 28 EFORERSI #ESIES : 8ITTFT,

E#F 3 (CDROBRE)

L # R CHBE D VIR OLREEIT, EVWICELMEZEL TR, ThTh
ADDT L— b — 7 5 3 SOBIEES, M HEMERESEE (CDR)
XV ERShTWS, ZL—AV—2 0T 3 ) EEIIZ. HBMRBREFIN
TW3B, —F, CDREEHDT I/ BERFIOERMEIIHED THY (Kabat, E. A
5. lSequences of Proteins of Immunological Interest] US Dept. Health
and Human Services, 1983),

TOEIRBRIIESE, L FIAPRZHTATURE) 7 u—FNEUEDTE]
EREROT I/ BESIZKa ba t blick Y ERISh b0 T I BENOT
—y R Al TR, BEMEET<B Z £1C LD CD REESER 1IRTH<
BE LT, |

£ 1
75 AIF  EHES CDR(1) CDR(2) CDR(3)
pGEM~—MI1L 5 43—58 74—80 113—-121

 pGEM—M1H 6 50—54 69—85 118—125
pGEM—M2L 7 43—58 74—80 113—-121
8

pGEM—M2H 50-54 69—85 118—125

'£MW4 (7 a—4bc DNADORBORER (FATMABL— 1HAERVF
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f?MABL—Zﬁ@@W%n

4.1 XASMABL—1HAERER~RY 5 — DR

¥ ASMABL— 1 HEERBAT 52 5 —5 BT 510, ThEh<y R

'MABL—lLﬁ&UH%Vﬁ@%Z*FTécDNA&D YpGEM-— Mlv

LREUp GEM— ~M1H%P CRIEC XY i LT, & LTHE FRR~Y 5 —
(EBRARA®WO 92,1975 98K) [TEALTL, |
L VIERORDORAE 7T +—ML S (WIS : 9) ROHSVERD

EBOHETFAv—MHS RIES: 10) 1, £xOVERDY —5—H&
OB EZa2— FFA3DNARKANA,A TYFALA X LAEDKoz a karers4Rfig

F| (J. mol. Biol., 196, 947-950, 1987) RUH i n d III HIfREERENIZFH

FB LI REtL7c, LEVBEEHOILDDOHL TS 74 ~v—MLAS (EINES :

11)&UH%Vﬁﬁwtbwﬁﬁ774v—MHAs(mﬂﬁﬁ.lz)u
J EROKIE 3 — KT HDN ARSI AL 7Y 54 XLEDAFTA R KF—
BESURUB a mH [ MIRBEREMIZ HT 5 & 5 ICHE L1k,

PCR%BHK100pnliE, 10pnld10xPCR Buffer I, 2 mM Mg C
l,, 0.16mM dNTPs (dATP, dGTP. dCTP. dTTP). 5
2=y FODNARY A5 —F AnpliTaq Gold, 0. 4pMFTDDETF £ < —,
B8 n g DHHUDNA (p GEM—M1LRUp GEM—M1H) #8%L.
94t®m%ﬁﬁufg YRELTKRIZI ACIKT1HM, 6 0CIKT1HMEK
W7 2°CITT L4 2 OBE. ZOIEFTMRLE, ZOREYA 7% 3 5EK
BLe#, RISEEWEEICT7 2°CTL OSRMALE,

P CRARMM % QlAquick PCR Purification Kit (QIAGEN #:&Y) # v TSl |
L\HindIH&UBamHIT%mL\%LTL%vﬁﬁmome\HE
F33~7 #—HEF —x 2, HEVERICOVWTIRHE F#HB~7 ¥ —HEF
—y K FRERS B ==V 7 L, DNABSIRED®. ELVWDNARFLH
+BDNAWH 2&L7T 23 FEZRERHEF~M1L, HEF—M1H&
4 L, | |
4. 2 FATFMABL— 2PEFERNS & —DIER
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CDNA@@%&U?D—:Vfﬁ\pGEM—MlL&UpGEM—MlH
DROYVICPGEM~-M2 LEUNpGEM—M2 HZHAUDNACKHIBELLLE

BRWT, B4, 1BV TERLEDERUFECLIVRBRC o—=
'%ﬁw\DNA%W%E@%\ELMDNA%W%%T%DNA%H%@U??_

2 FEZNERHEF—M2L., HEF—M2H &A% Lis,
4. 3 COS 7#E~DBEFEA

%2 FMABL— LHKRUF A FMAB L — 2 HitkO—ifEBREBET 5
tw\Wﬁ%ﬁ&7ﬁ—&Cos7mmm%wfaﬁbto |
(1) ¥A5SMABL— 1 OB ETEA
HEF-M1L&.HEF—M1H~Z #—%, Gene Pulser #[& (BioRad

-@f%%wr:vabmﬂv~v3ymibcos7%@Kﬁ%%§ﬁmbto

#DNA (10pg) &, PBSH1x10'fl8/ m1D0.8ml%Fa~yt
KMA. 1.5k V., 2 5pFOFRICT NV AEE AL,

FRIT 1 0 AMOEENMO%, =Lo haRl— = MBSk AR,
10%Dy—7u7) 7 ) —yViERLEEZEH 5 DMEMERIK (GIBCO
BRLAEEY) (I 7e, 7 2RRISERO%, K LEEED, BLABIC L MR
oA 2 L CEINE % B 28, |
(2) ¥*ASMABL— 2HADBEETEAN |

* 2 SMABL— 2 ifEREFOBAIL, HEF-M1L&HEF—-M1H~
¥ —ORHBYICHEF—M2LEHEF ~M2 HRZ ¥ — % B AR RNT,
BiEE4. 8 (1) KWEBLADERUFEICLD COS 7 MIIC RN EER L,
BN R LIE 25T,

4. 4 Jo—HA FARY— |
REA~ORAZRET B0, MECO S 7 AME% EEE RN TT o — %A
FARY =BT ok, b b IAPERET By X AMAAIHKL 1 2 1 04
4x1 0°MEIC, ¥ ATMABL— 1HEE2RBEIEHLCOS 7THBEOEE LEH
HUVMIFATMABL— 2HifA& RIS COS 7THIADOEE EEH DTz
vyha—ELTE ML gG 1HIE (SIGMARERY) 2%, KEZTAvrFax
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—¥a VRUGEO%, F I TCHE#RLEHE M1 g GHfk (Cappel #£E) 2N
Rlce AvFaX—a VRUBEHO%R., FACS c a n¥kf& (BECTON
DICKINSON #8Y) i THEAMEEBIE L7

ZORR, ¥ASMABL— 1HkRUFATMABL — 25Kz, £ F1A
PERERTHLL 21 OMMICERNICHEALEILIZED, ZhoDXASH
thit=vAE ) 7 —FAHEMABL— 1 RUMABL— 20ZRZhDOVIE
WOELVEEZETI2Z LAALMLER-E (R1~3), |
X5  (FHMREMABL— 1 AR UOFHERMAB L — 2 fifk—&${F v
(s ¢ Fv) FEIROIER)

5. 1 FHBMABL— 1¥ifk—4F v R

FHRMA B L — 1 Hifk— A F v 2k OBIc LT L, BHRMABL
— LHUAHSE VIR, Vb —FR, ROBMRMABL — 1H&L#HVERY
%h%nPCR&&ﬁwT@@L\ﬁ%f%:ktib\ﬁ%&MABL—lﬁ.
—AHF v Z#ER L, ZOHELZR4CERRICTT, BERMABL -1
PUE—AGF v OERID K DIZ6BOPCRFS54+— (A~F) 2EALE,
T7A4~v—A, CRUERE RXESIE#H L, 74~ —B. DROFIITr¥F
v ARBIEET B, | |
HEVERDOEZODMF 54 <—VHS (F7A4~v—A, BFIEE: 13)
i, HEVEIRONKSEE = — F¥3DNAKANA 7Y ¥ XLADNc o L
BEEREBM EAT S L O CRH L, HEVEROEDORFTTA <=V
HAS (774 ~—B. BSIEEF: 14) iZ. HAVEROCKEEZ 22— F¥5
DNAWRZNA TV FALAXLEBDY vh—bd—n"—F v 7F5 L IR L,
Vo A—DDDRITZ74~—LS (F7A4~<—C. BEINES: 15) &
Uyw~bN$ﬁ&:~F#éDNAwA479ﬁ%fLEOH%Vﬁﬁmci
WEk 2 — FFADNALA—R—F5 o 7 THLHRRHLE, Vo h—DRHD
%5 754~v—LAS (FF4~—D, BIIFE: 16) iX. Vo I—DCKw
#3—FTB3DNARNSTYFA XLABEDLEVERONKEZ 2— K4 23D

NAEA—S—F 9 PFE F 5 IrEe L,
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LGVESORDOMBE T I A==V LS (P54 ~—E, ESES: 17)
X, Vo A—DCKIEE 2 — I\“TéDNAL:/vrf) 4 XLABDLEVERED
N%%é:~b?éDNAuﬁ—A—7/f75i9L ¥ L7, LEAVERD
tb@&ﬁ774v~VLAs FLAG (F5A4~—F, ESIELE: 18) |
L VSO CKREE 2 — FFB3DNAKNS 7Y F AL XLESF LAGRTF
k% =— K4 385 (Hopp, T. P. &, Bio/Technology, 6, 1204-1210, 1988).

2 EDEEEELL o ]*/Z’lU\E c o R I HIRBERMBMLET LD TR REH LTS,

H—PCREMICBVWT3IOSORIGA—B, C— D&UE—F%ﬁm\%LT

HFPCRABRYERMLE, F—PCR»LELNLE3IDDP CREEMEZEN

CEEDEBRICEY T vy TASH, KiT, 754 <—ARUF #Mx T,
FHERMAB L — 1 Hifk— & F v & 2— FT52EDNAZRIELL (BP
CR%,&B\%~PCRKBwTM\ﬁ%ﬁMABL—lﬁ@H%Vﬁﬁ%ﬁ9
F457523 FpGEM—M1H (Efifl2%8%). Gly Gly Gly
Gly Ser Gly Gly Gly Gly Ser Gly Gly
Gly Gly Ser (EIHER:19) »hodI U I—EEEa—FT3
DN A#%] (Huston, J. S. &. Proc. Natl. Acad.. Sci. USA, 85, 5879-5883,
w%)%ﬁbﬁméfizikpsc—Dpl RUBEHHMAB L — 1 fith L
B VEESE 23— F¥575 23 Fp GEM— M1L(£mﬁ2%$%)%%n%
NI L L TRV, ‘
%~PCR&%®W&50p1m Sp]@lOXPCRBﬁﬁrH 2 mM
MgCl, 0.16mM dNTPs, 2.52=y h@®ODNARY A5—F -
Amh%qwm(ut%MmEmﬁHﬁ@\OJwaO®%7§47—&USn
g DEMEDNAZEH L, 9 4COVMIREICTIAMELTHICO 4CIKT
155, 6 5CICTLIAMRWRT 2CICT 15 zo%ﬂ\:@ﬁrvmﬂbto
_wﬁgﬁ4aw%35@ﬁﬁbt%\ﬁﬁ@A%%EL7zcr7 >R ANEA L
7o
PCRAMMA—B (371bp). C—D (63bp). RXE—F (384
b p) % QlAquick PCR Purification Kit (QIAGEN #:) #MWTHEIL. B



10

15

20

95

WO 02/33072 PCT/JP01/09259
' 27

PCRTT7 vV TN LT, BZPCRIZBWT, B LT120ngDFE—
PCRAMMA—B, 20n gPPCRABMHC—DRU120ngDPCRA

BRYWE—F. 10nl®10xPCR Buffer II. 2mM MgCl, 0.16m

M dNTPs, 52=y hODNARY A5 —+F AmpliTaq Gold (L4 PERKIN
&WR&@V%ﬁﬁT698p1®PCREé%%;94%®m%mgm18ﬁ%
ZLTRIZY 4T T24M, 6 5CICT2HMRYT 2°CIKT 2450, Z I
FFCMBALT, ZOREYA 7% 2BRE Lk, TAEN0. 4pMDT 5 A
va&UF&Mito%L194t®M%ﬁEKrlﬁ%%bf&m94tm
T14M, 6 5CIKTLIAMERTT7 2°CIZT 1432 0B, ZDIERFTHEL .,
COBREFA I VEISARELEE, RINEAYE 7 2°CITT 7 HRMEA LK,
FE_PCRIZLVAEUL843bpDDNAWHAEREML, Nco IRUE ¢
oRIF%ML\EBﬂKDNA%ﬁ%pSCFVT7N95*K7H—:Vﬁ
Lit, 2%, ARBEAY 5 —pSCEVT 713, KIBE~Y 77X ASURAR
Z#ETBpe 1l B FAES] (Lei, S. P. 5. J. Bacteriology, 169, v4379-
4383, 1987) ZEFA T3, DNABRIIREDHE., BHHEMABL — 1 Hifk—&
$FvOELWT S #ESIZa— FHADNAKK A 8L 7T 23 FEpsc
Mlima Ll (RI5%28R), K757 XIKp s cMLIEENEHHREMAB
L — 1 HifE—A$HF v OBEERFIR T I/ BESIZERIIBS - 2 01577,
WIZ, HELEMWHAC THIBRMA B L — 1 HilE—K¥EF v 2 RBT 37 %
—E{EMT B, ps cML~JF¥—%PCRIECE VIEMLE, £ LTED
NEDNABA%Zp CHO L RBIRR7 ¥ —ICEBA LK, 2B, KREBR~RZ F—p
CHO1li¥, DHFR—OE—r vH—PM1—f (WO92,/197509%
B) 226, EcoRIKXUSma [ HLIZ XV HEEEFEHIRL, EcoR I
—Notl—BamHI Adaptor (FEEHE) 2EETILICLY
WELERI ¥ —Th B, | |
PCRIERTB7FA4~—3, BiFTT4<=—& LTHEEVEBRONKIRE
a— KT B3DNAWKNSTYFL X LE DS a 1 | §IBBERBHPI AT A
PIFET : 21ITRTSa |l ~VHSFIA~V—RUKF 754 ~v—& LTE~7



10

15

20

25

WO 02/33072 | PCT/JP01/09259
' 28

L AT EFIOREE 32— FEBDNAKAL 7Y &4 X BEIES : 2

21CFTFRHT an t | 754 w— %AV,

PCR&H100pliX, 10pld10xPCR Buffer II. 2mM MgC
l, 0.16mM dNTPs, 52=y h®DNARY 27—+ AwliTaq Gold,
d4prd®%7?47— RU'8n g DBEDNA (pscMl) &AL,
9 5 COFMMRAICT 9 45ML LTKRIZ9 5°CILT LM, 6 0CIKT 1L AME
U72CIKT152 0B, ZOWEFTMRLE, ZOREY A 71% 3 5EK
MLk REREMEEICT 2°CT 7 HRIMALE, 1

P C RARM% QlAquick PCR Purification Kit (QIAGEN #t#) % B THgh
L. SallIRUMDo IITH#H{LL., NEGHREHERMAB L — 1L HifE—48

Fvda— FT3DNAWKEZER, ¥, pscM1I~Z¥—%Mbo I K

UEcoRIf%ML\c%%%ﬁ%mMABL—1%@~$%Fv%:~kf
5DNA%H%@EO%LT\SaII~MboIIDNA%H&UMboIP-
EcoRI DNAWR%ZpCHOl-Igs~_/¥—jg/nu—=v7L7%k, D
NABRIREDHR, ELVWDNARINEZETIDNAMA2EL 75X R p
CHOMl&ﬁ%Lk(E6%§%%imi$%ﬁ&75—bCH01—Ig§
. HHBMMIE S WRBRRICET B YU R ] gG 1 Y7 FAERS] (Nature, 332,
323-327, 1988) ZEHA T3, KT?Z*FpCHOMlKai%éﬁﬁ&MA'

. BL-— lHis—AEF v OEERSIK T I /@mmgﬁwgﬁ 2 32T,

5. 2 FESEMABL— 2Hifk— A F v Ol

FHERMMA B L — 2 Hith— A F v #8155, 1o THB LK, B—PC

RIZBWTIZ, pGEM—M1HOKRLY ICH#RMAB L — 2 FfEHEH V 58

%z—k#éi?ziPpGEM—Mzﬁ(%wMZ&%%LEw%GEM—M
1LORDVICHEHEMABL — 2P LEVERE 22— FF3752IFpG

EM—M2 L (EHiffl2 258%8) &AL, BMRMAB L — 25i—K§F v

DELWT S ) BESIE 3 — FHBDNABKAELT5 23 Fp's cM2EB
. KFTAI Kps cM2ICEENBBEMEMAB L — 2 His—ASF v O

ERHROT 2/ BES 2 EBSNEE : 2 412577,
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it;pSCM2&75—@%%KiUﬁ%ﬁMABL~2ﬁ¢‘$%Fv@
ELWT X BERS %2 2 — T3 DNAKA 2 & HWALEMIasEE p CHO
M2~ 89—, K772 Fp CHOM2REENSEMEMABL — 2
PUA—RSF v ORERFIR T 3 ) BEFI 2 EFES : 2 5107,

5. 3 COS 7#Mi~DBETFEA

FHERMA B L — 2 ik~ A F v O—BURRLBET 572, p CHOM
27 F—%COS THBIZI O THRER L7, |

p CHOM2~% ¥ —% Gene Pulser 38 (BioRad H-4l) 0 AN 129 k
RARL—a itk D COS 7T EER L, DNA (10ung) &, PB
SH1x1O0'MK,/m1D0.8m1%Fa~y Mz, 1.5kV. 25nF
DEBIZTAVR %52 1,
iﬁmrloﬁﬁ@@@%%@%\:vﬁbnﬁv—vaym@ént%wé\
1 0%D Y VIIBMEEEHTS | MDMEEHIE (GIBCO BRLHBY) M,
7 2RI O%, R LIERED, BONEHC L MIARH 2 iRE U CEINE
& LE2BT-, .

5. 4 COS 7#faktE FEPOEMERMAB L — 2 5i{k—Ag{F v ORH
 PCHOM2R7 7 —%BEFHEALKLCOS 7HAEE BEDIzHIT 2 EE
ﬁMABL-zﬁw—KﬁFv%wzx&yfmy%4yﬁﬁmibmﬁbko

p CHOM2AR7 F—%BEFHEALKECOS 7HAEZE FERRa fo—
MELTpCHO 1~y #— 2 ETFHALECOS 7 MK LEICS1 TS
D SERKBZITV.. REINFORCED NC (Schleicher & Schuell -
HE) KBRELE, 5%RAXLINY FRALELED) ITTT oy 720,
0.05%Tween20~PBSIZTEHE%. HF LAGHIE (SIoMAHE) %
MR BRIZTA U Fan—ya VROEHEDER, TAH) T3 R T 75—+
WA IR ] g GHitK (Zymed H8Y) W%, HEBIZTA U Fa—3 a vk
UtEiF1%. BB (Kirkegaard Perry Laboratories f#H8Y) # L. R X
¥ (7)., |

 TDRR. pCHOM2~y ¥ —WACOS 7 MIlatE% EIETICOHLF LAG
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'Af%hﬁim&&/nagm&mén\;@E%LE¢ E%&MABL 2

Pitk— xﬁvaﬁwénrwa em%gmaton,

5. 5 To—H%A FARY—

10

15

20

25

ﬁﬁ«@ﬁ%%ﬂﬁ?étb;ﬁﬁcos7%@%§tﬁ%mwr7u~%4_
FAPY—%fTol, t b Integrin Associated Protein (1 AP) %%HT 5
¥ UABIRABIERL 12 1 0MIl, $»2WVE3Y be—L s LTpCOS 1N

 &5~%%§E&LtL1210%@2x1W@K\ﬁ%&MABL 2 Hifk—
xﬁFv%%ﬁéﬁtcos7%@@%%Lﬁ%5w@:/bn—webrpc

HO 1~/ —%ZEER LZCOS 7THaDER LB ML, XKEloTALo*
a—va VRN OE, vV APF LAGHIE SIGMA#R) Mz, 4
FaN—Ta CRUBEHO%. F 1 TCEMLEA~Y R 1 g GHilk (BECTON
DICKINSON #80) ZMx 7, BEA v Fa—a Vv RUOBEDOE,. FACS ¢
anﬁﬁ(wmwommmmﬁi)wr%%%ﬁ%%ﬁbto |

ZORER, FHBRMABL — 2 Hifs—AEF v i3 EFIAP%%ﬁTéLl
2 1 OMMICRBICRA Lz &I LY, ZOFHERKRMAB L — 2Hifk— —AH

F vt b Integrin Associated Protein {CXf$ 37 7 4 = T4 — %%‘TZD L

BRALNERoT (F8~11),
5. 6 Competitive ELISA
772%/7D—%w#wwﬁﬁﬁAkﬁ¢ém$%&%hﬁu\ﬁ%ﬁMA

- BL-— 2%ifk— A4 F v O PR TE 2 BIE LT,

lpg/ml ICHHELEMFLAGHREZ 96 Y=z L7 L— hDE Y = LTI X
3 TCT 2R A % a—b L, W%, 1%BSA—PBSKKTT oy
X7 EToMk, BRITTA UVFa_— FRUOER., SWEE M 1A PHESR
T (BSIES: 26) ZEALACOS TSR L% PB SICT 2 EHR
LI b DR Y = MIMA T, BRICTA Y% a— FROBE®E. 1000 g
/le%%LtEi?ykMABL—2%¢50pl&U%&%%btﬁ%ﬁM
ABL— 2Hith—ABF vEHCOS 7 MMM LI 5 Op | 2RFILEbOEE
U MEMZ T, BRICTA Fax— FNROBEEE. TAD) TR T 75—
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CRHEA ML RTEVY (Zymed #HB) #MX 7, BRICTA yFa~—R

U, EEAE (SIONA B EMX. KIC4 0 5 n mTOEMEFREL
Tz, | -

FORER., BHEBMABL — 2HA—A#Fv (MABL2—scFv) i
L hE—AOp CHO1EACOS 7 IR _FIFIc bt LT b ic lAE ik
FHIZ- 7 AMABL — 24Ot b I APHE~ORESZBEZELE (K1 2),

ZOZedb, EHMEMABL - 2H—AREEF viE, v YRE) 7 0—F A

KMABL— 2 DZREROVEROE LS R H S5 = LASFR S hik,
5. 7 in vitro TOT7R—VAFHEDHE
EFNIAPZBEMGTFEALAELLL2 1 0MME, RO br—ELTpCO
S1RJF—%BEFEALELLL210ME, RXCCRF—CEMMEE A
VN, BHRMAB L — 24itk—A#F vO7 K h—Y ABEEMFAnne x |
n—V (BOEHRINGER MANNHEIM #-4%) Zefnic & D #RE L 7, | :
M 1> 1 OMEIC. BHRMAB L — 2 Hili—ASF vEHRCO S 7 Ml
BEHEHDVIZa Pr—Ae LTp CHO 1~y ¥ —HACOS 7#fuiE#E L
WAMBES 0% THML, 2 AMRER L, £0%, Annexin— VR
B%fTv, FACS c a n3%f@ (BECTON DICKINSON i) = THMIMEE L BIE L
7o |
Annex i n—VREZIIMITOEREH1 3~ 1 8iCFNFHRLIE,
T, BOETOBESICHS Fy MNIAMME, B FOBERET # k—v 28
Moy, A EOERIIT H F— REMOMIE TR, TORBR. BHERM
ABL—2HiAf—A$EFv MABL2—scFv) iZL 121 0#MIzEHNT
tblAPmﬁﬁ£%K%bme%&%ﬁbt(E13~1muit\ccR
F—CEMMMBIZBNTH 2> ho—/c il LT LW 2358 L ()
17~18), |
5.8lCHO%%KEH%MABL—2%¢$%@*$%Fvﬁyﬁf?Fw
-~ ‘
MABL— 2HUEREO—ABEE v (R XTF F) DIEFEHREC HOMI
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BEMMYT A7, pCHOM2~Y #—% CHOMRITEEFEALE,

p CHOM2~7 #—%  Gene Pulser 34 (BioRad #t#) M\ TxL 7 b
RRLV—=a &) CHOMIRICH BRI L7z, DNA (10ng) £PBSIC
MR L7 CHOMMMA (1x107#ll8,/m1) ®O0. Tm 1 #BALEHLDEFaN
y MIMx, 1.5kV, 25pFOABKCT AR EE X, FRICT1 04
OEEHF D%, =Ly boRL—va ABEShEMIEE. 10%DYVER
3% % &F ¥ 5T E a—MEMS# (GIBCO BRL#E) It EHLE, B5
N a— o0 T, SDS—PAGERTENETEY L RIBORRLHE
BL, BEAOH 7 B —L EMAB L — 2 FlS Bk O—A$F v DA
ELTBIR L%, 10nM methotrexate (SIGMA#HEY) % & tefEm BHErHC H
O—S—SFM II (GIBCO BRLAAY) \o Tk, % LmrdEsn, BMUSHC
L 0 AR 2 R LT EGEE LI R E T, |
5. 9 CHOMMEADMAB L — 2HiikfkD—AF v DR

5. 8 THIE—AHF vEHECHOEAKROER LEL ALBENAI— L) v
Y (PAN130OSF, JBAT 4 H) ZAVTH2 O TRE L, BREK
i$—2 O'CTHRFL., BERIFHER L THAW,

CHOMAEE LIEH b — A v OFEEUL, Blue-sepharose, N1 o ¥
TRIAL MRS VEBBO=RD I/ uv b5 74— k0 T,

(1) Blue-sepharose # 552 0= k757 4 — |

R EFORNERL 2 0mM BEESEENR (pH6.0) IT1 OfFEARL. iE
5Bt (100001 pmx30%) KLV REMERELE, LEZ2RBEIKT
YE#{k L 7= Blue-sepharose #5 A (20m 1) IKHEML., FBRERTH T L% %
H%, FREHRPNaClIRES®0.1, 0.2, 0.3, 0. 5RVL. OMETE
BEROIC BT, BT AICRELEBEAEEWH LE, SDS—PAGETERBYVE
UEEHES 259 L. —A#HF v 8RS hES (0. 1~0.3M NaC
| BHES) 27—/ L. Centriprep-10 (FI=2y) ZHAVWTH 2 0fF@B4% L7,
(2) A1 KEFLTAIA | | |

(1) ORMEKEZ10mM J U EERENR (pH 7. 0) IZTL1 OfFARL, »
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A R 7854 FH55 (20m ], BioRad) HMLE, 60m1 D10
mM ) VEMEEE (pH7.0) THT A&UH%. V  EBEEKEEY 200
mME CEMBEIC T, %5 AR L BEEARE LE (B19), SDS—
PAGEIL ) &EH &S LIS, B ARUESNBI—REF v AHE &
hie, -
(3) F ik , .
(2) OESARVB%EZNZH Centriprep-10 BV TEMEL, 0. 15M
NaCl%&%r20mM FEEEN (pH6.0) TEHLLATSKge 1 G
BOOOSWGﬁiA(zLSxGOOmm)K%MbtoﬂuvkﬁiA%Q
2 0k AT, BONAENESDS— PAGE TA LERE, WihbEEY
—2 (A1, B1) RNERO—KEF vTHY . FAIBTHN LR, Y
ATHR»T LOSFEKS 6 kD, EHB TR 7 6 k DICHEH &k, R
Li—F&EHF v (A .I\ BIl) #15%—SDS—-RIU7Z U7X F‘/?S)V%)ﬂ |
WTHHT Lie, S 28 REm, R camE L. Laemml i DF ik
CHE L TESKB AT, KBRBEARE v~V U Ty RIA— R LE,
2 LIZRT LS, AL, BIVThbETAORMOEEEbLT, B
FEOSFEKS 5 kDICE—/S> Frbxf, DEOKRAL, AT R—AS
FyvDE/v—T, B1H—HEF v OREERBEMST 4 v— L EZ BN, B
SSATRUBI%#TSKgel G3000SWHZA (7.5%6 Omm) %AW
T NBBIC X Y 54T LR, BHA 1IZE ) v—DE—2s O, BHB I
FAT—DE—s DHBIMENE (M2 25B8), Tk, ¥ v—EH @HB
1) 3. 2~FHF vOR4% Thotk, HFA~—EHFOL A <—iF. £D
QO%uLﬁA%fl#Huiﬁﬁﬁmﬁﬁénto

5. 10 k%%%@?@MABL—ZﬁWE%@~K%Fyﬁv&f?F%ﬁ
Ny — D |

MAB L — 2 ik BRDO—AHF v 2 KIBEEENIC THEHIRRT 27
F—EFRT B, ps c M2 Z—%PCRIEC LV IEM L, Bbhik

DNAWIE%pSCFVT 7B~ & —|c8A LT,
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PCRIEERATEZTFA~—i%, RiH 774 ~—& LTHSEHVERONRKEZ
S— FFBDNAKAL 7Y 54 XUASBET KU RONd e 1 HIREEREN
HALEET BEFIES : 2 TIRTNd e —VHSmMO 2754 v — RS 7
74— L LTCLEVERDOCKEEZ 23— FFADNAKXNATYFL X LED
2EDEIE T FURUE ¢ o R T HIBBERBIIZ AT SEIEE : 2 8107
?VLASf?%v—&mmtoﬁx\%ﬁ7§4v~®Nde—VHsmoz
BRBEEEPNICTHENICRRT 50, HEVEBRONEKEEZ 23— F45D
NAENA T Y FAXTERBICS IFIDREREE LTINS,
PCRK100pn1 ik, 10pl®10xPCR Buffer #1. 1mM Mg
Cl,y 0.2mM dNTPs, 52=y F@OKOD DNARY XAF—¥ (L4
LRSI . 1pMTODET I ~—, RIL0 0 n g DEFRDNA (p s
cM2) ZEHL., 98CIKTL15MM. 65 CICT2HHERLT74CIZT30
BE. ZOIRFTMR L, ZOREYA 1% 2 5BRE L, |

P C RAM % QIAquick PCR Purification Kit (QIAGEN #-81) % Fv Thsty
L. Nde IXU'Ec oRITiH{LL, BONTDNAKKHEZp SCFVT T~
7F—irsn—=v7 Lk, 2B, KRB~/ F—pSCFVT7iINde [ &
UEcoRITH#H{bLAEZ LTk pe | BYZFARIIMNEBRENTWS, D
NABSIREDH, IELVWDNAEFZETIDNAKMA 280G 77X Fp
scM2DEmO 2 Lk Lic (K2 3%BBDOz L), AFFR3 FpscM2
DEmo2main5MABL~2ﬁwm%®~$%Fv@ﬁgmﬂ&UTi/
BRECSI ZBLSIES © 2 9IS,

5. 11 KBEMIICHITAMABL— 2HERED—AKHKF v RYNFF K
DFEH,

MABL — 2FUEHRDO—FGF v iR R7F K2 RBRT 3 RKBEEREERL -
., pscM2DEmO 2~/ #—%KFEBL21 (DE3) pLysS
(STRATAGENE #t588) 2 Ezi L7z, Bobnks o—iZonT, SDS—PA
GERXTRMET DI R/ EORBRERI L., ZFREOFE /o —2MAB
L — 2 HiABRO—AHEF v B X7F FOEEKE LTRIR L,
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5. 12 KBEMMEEDMABL - 2HERRDO—AMF v HY) 2FF KO
it |

BEER L TR LNERBEDOL Fian=—% L BIE#3m 1 IcT28C
T7REERL, 2h#70m ] OL BEMICHERBRE, 2 8TCICT—RERE
fFof, ZOpre—cul ture® 7LD LBi%ﬂﬂKﬁEi%H%%\ C—T 7

— AU H—%BNT28C, WHEE300 pmicTHEELE, 0.D.=1.5

DL ECImM I PTGCHEEMNT, T0K IMMEELITo . |

SER A E DB (1000 0xg, 104) L, thBEd LCENR L7cHkic5
mM EDTA, 0.1M NaCl, 1%Triton X—100%&%50
mM h U ZEERER (pHS8. 0) #Mx, BEFK (out put: 4. duty

oyele 1 70%, 14x10E) ok W EHERILE, —ORMBREZLAH (1

2OOOXg\1oﬁ)wmu\m$&ufﬁmbtﬁxwwsmM EDTA,

0.1M NaCl, 4%Triton X—100%&%50mM b U Rk

REWR (pHS8.0) 2z, BEBETRAE (out put: 4, duty cycle : 50%.
308x2) EATV, BELSHE (12000xg, 104) L&) BMBREZLE

e LTEIRL, EEIC 2REBEABRKRELE,

BMELELSAFEALSYZ6M Urea. 5mM EDTA, 0.1M N
aClzE{e50mM b U REFREEK (pHS8.0) KHML, 4M Ure

~a. 5mM EDTA, 0.1M NaCl. 10mM AABITFrITHZ)—L%

Eir50mM kU REEREEK (pHS8.0) TE#{tLZZSephacry]l
S—300 (5x9 0 cm. AMERSHAM PHARMACIA #:8) FLUElH 5 A, Wil
5ml/HTHEML, 26 LTV BBATRO—AKHF v 2RE L, FEN %
SDS—PAGETHITL, MEOHNESIZOWNWT, O.Dy=0.2 512725
LS NMBBTRWCEE CHNE, 5mM EDTA, 0.1M NaCl,
0.5M Arg, 2mM BRBINVEFA, 0. 2mM BABITVF FA4
ZEL50mM bV REEHEENR (pHS8.0) KR LTEWEIETOI>Z &I
EY. BERUBEETo%, 5100, 15M NaCl%ETr20mM Hk
EER (pH6.0) 1Zx LT3 EEH L. Bk EiToT,
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DTPREENINFMTS — SEATERBESNEENTFEHMRET 50,
0.15M NaCl%&{r20mM EfiBEIKR (pH6.0) TEHELLES u
perdex 200pg (2.6x60 cm. AMERSHAM PHARMACTA #8Y) #' /L&
BH T BITEM LU, B24FTEd 0, BHFROKEKLELZ LIS
— K- Db, XBC—s LY T -2 D200 Ei, S
DS—PAGEWRLZ0H (K2 188 RS NVIBBOBEHIE,»S, TEY
—JR—AYF vRYRTF ROE/ v —Th Y. 7~ 3HEREEMD
FAv—LEIBND, BB, WRENLFELEBAMOS A v —iF, £—AKH
FvRYRTF FOKA%THoTz,

5. 13 MABL — 2 Hi{kBRDBER—AKYF v Y 2FF KD in vitro T

DT R b~V AFHRPR
thAP%ﬁE%EALtLlZlOmW(hIAP/LlZlO)%%w>

CHOMME CKIBEMIEEALEDMAB L — 2 FiEBkO—&KEE v K Y RFF

F MABL2—scFv) O7Hb—V2FEEAE, kO2507a ba—
/MZTAnne xin—V (BOEHRINGER MANNHEIM #-8d) Bl X W & L7,

%——@7%: ba—id, hTAP/L1210MR5x1 04EIZ, FiERE%
WRIRBESpeg /m 1 THEML, 2 4B5RAEE L, HUBUE LT, M5, 9
TE CHOMMAERMABL 2—AHF v DE ) v—RUOF v —, EbicE
WHI5. 12 TRIEXBEMBERORE ) v —RUF(~v—, ZLTavba

—/E LT R] g GHEIZHOWTERSLE, B%%. Annexin—VQ

@%ﬁw\FAcscan%E(%mmDmmmmﬁﬂ)urﬁ%%ﬁ%ﬂiu
2o

. BZoFo bha—nid, hIAP/L 121051 0@, Hitk
REZKIRE 3ng /m ] THEML, 2FERER%ICHE L AGHIAE (SIGMA #
B) ZMIREL S5ug/ml THRML, FiZ2 2 RIS L, FUEREE LT,
5. 9THRIZCHOMMENRMABL 2—AHF vOE /) v—RKU=ar ha—
ELTTURI g GHRAKIZOWTREF L7, H#EH%, Annex in—VHEE

77, FACS ¢ a nd&BIc CERBMERRE L7,
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Annex i n—VREILLSMTOKRBEES 5~ 3 1IKENENRLE,
ZOFER, CHOMIMR CKBEMIMELADMAB L — 2 Fifklk—AF vt

VRFFROF A w—iFar ha—i (2 5) &L TE L ERE LSS

Lk(@26 27) ». CHOMMR CRBEMMELD—AYF v R <7
F RDE ) v —DOFT R h— AHEIER IR ban&mot(mzs 29), ¥

»t\#FLAG#WG%mk;D\ CHOMIMMEADMAB L — 2Hiflmx—%&

%Fvﬁv&fﬁkm%/vbm:ybm—&(@BOJEmﬁbf%mem
FrHFELE (M31), | |
5. 14 scFv/CHORIXNTIFRDE/~—RIF L ~—Dt rEEbIE

U RAETIERT AHEEDR

(1) =y 2MmiKE +1 g GERIE

< AMFEPITIT B, tFﬂ%EﬁmmFE¢étblgG(M5/na
H) OERIL. UTOELISATT>M, 0. 1%ERBEEK (pH9.6)
Tlug/mlHRLEYXHE b1 g Ghifk (BIOSOURCE#EE, Lo t #7 9
02) 100nl1%296v=x/L7L—h (Nunc#B) TNz, 4°CT—MrAf

an—vav L, BEEEELLE, Ty /0%, BEAR UL AN

W BUVIERE LTE PI g G (Cappel #8, Lo t #00915) 100p
L ETRML, SRICT 2B % a~—ta v Lk, Bk, 500 OEAR

-Lt7»ﬁ)7xz775~fﬂﬁftb1gG#¢(M%mmm&%\Lot

#6202) 100pl 2ME. HRICTLEMEA L a—ay Ui, ik,
EEBBREMZ., A ¥ aX—T 3 0O%, MICROPLATE READER Model 3550
(BioRad M) %B\T40 5 nmORBELBEL, HMADE F 1 g GOEH
ELVEBLNERERNS, =7 AMEPOE I gG. M#& v RIE) BE%
BH UK,

(2) B#EHMKOER |

s o Fv/CHORYRFF FDE ) v—RUF A~ —IF, #5408, HBR
BLEPBS (-) #A\T, 2AFN0.4meg/ml, 0.25mg,/mlic
BBLOCHERL, WEREL L,
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(3) b MEREME~ XTSI OER

'EF%%EVWZ%?WMMT@i5m¢@LtOSCIDvyz(amyv
7)) #RWTin vivo LK PMM 2 Il (AT 723647 584

W) Z10%YVHREMIE (GIBCO BRLHHM) ZELRPMI 164 035
mmmsm&@)folW@/mluﬁaxat%ﬂuta@amuwma
M7 7aGMLHUE (FItMERHEL, 1M 7A%5m] CHEAR) 100nl %

&TE%kaCIDv?X(iZ\6@%)@$¢VT)K$%KPMM2%
RRRER 2 0 Ol (6x1 OB~ UR) ZRERE Y EA L,

(4) Hitkks
(3) THEMILIcE MEREE~ Y R ETMCH L, K PMM 2 MiaRHE#% 3 A

BkV. 1B2ME, 3RM. kR (2) THELARERE, T/ v—E250n

1(F4v—u4oop1%‘%ﬁ%ib&%btoﬁ%kbf\m@ﬁ%LtP
BS (-) #F#kc1B2E, 3AM, 200pl, BBIRLY 5 L, @B
by 1H7ETITo %,

(5) s ¢ Fv/CHORYRTF FOE) v —RUFf~—Dt MERIEBE

Y RAETIVCHT D HUIERS R O

s cFv/CHORYRFF KDE ) v—RUF 1 v—Dt MERE~ Y RE
FILOTIEBDHRIC OV T, SBRIEMMEAEETEE P gG (MF U8

VR OvYAREPOBOL, RUATHMTIHELE, <Y X 0ETOL

M1 g GROBEIIZONTIE, KPMM 2 MIABEE 2 4 B BIChiEE R L,
£ (1) TR~NEELISAZENTE 1 g GRAMELE, COME,. P
BS (~) B5MTI, ML L1 gG (MF L7 H) &AH8 500,/ m
I ETERLCVBDIH L, s ¢ F v,/ CHOF A v — @58 CIIR HRBED 1
SLOLUTFEBEEBEMETHY, s c Fv,/ CHOF A =—»K PMM 2 HifaD
HITE SR ICIR <RI LTV B S L R aNE (B3 2), —F. AFMHIcov
TB®33kr#&kD\scFv/CH054v—Eﬁﬁrisz( ) ®
B L bl L CHRE R AR OB 455 Db,

BEEY, scFv/CHO& A <w—pt MEMIE~YREF LI LT, $i
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EERRLHT S 2 LIRS, RRAOKLRETHD s ¢ F v,/ CHOY
A7 —OTIEBHRIE. YHAEERERETE 7R P—V AFRIEMICESL &
Ex b3,

5. 15 JFRMEREFERER

FRMEREEER R K ORI EREREE DM EIEIZ, e (b ERREIE D5 A (L 220F
FEE (AAREZER. FTREERA) CBLTERLE,
BENOMBE~NY OB L EREICLVRAL, PBS (=) itkv 3
Bl L7k, PBS (=) 0 THRIKBEN 2 %ORMBEHELIER L, B
BV 703, fBELTU R gG (Zymed #8) 2BV, MABL — 2
k. CHOMMELD—FHF v RYRTF N2 ) =w—, Ffv— KBEEL
D=AHF v R ) AFF RO ) v — L ¥~ — & @A Lk, ROROBEEER
ERATIEDIZ, T arHBOUBEDPI 6 v L7 L— rEEHRAL, LR
DS > I A% 5 0nl /v = MM LIRIC, 2 %RMEREERE & 51T 5 0
n1#FM BFML, 37CT2MM A v Fa—ra g, 4CT—RBEREL.
BHEEME L, 7, RBLLT, PBS (=) #50nl /Y= AEML. #
Yo7 L A LORERREIT o0, HUBORKBER, 7 21gG.
MABL— 2%, 0.01, 0.1, 1, 10, 100pg/ml, —4%Fv
. 0.004, 0.04, 0.4, 4, 40, 80pg,/ml CRBEELD—&
HEvRY RZF ROFA=—DHELIZ1 6 Opg,/m | DRBLRELE, =
@%%ﬁ\Tﬁ@$2kﬁ?ED\MABL—2ﬁ¢TH\ijé/mlui
THRORBEERRONADOIR L, —FKEF v R RFF FTIRE) v —. &4
- — IR M EREHE IR B o 1, |
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K2
R EREREE A BR
Xt HR 0.01 0.1 1 10 100 (ug/oL)
mlgG - - - - - - '
MABL-2 (intact) - - + e '

XtBB 0.004 0.04 0.4 .4 40 80 (ug/al) -
scFv/CHO €)%~ - - - - - - -

scFv/CHO 4" {+- - - - - - - _

I 0.004 0.04 0.4 4 40 80 160 (ug/mb)

scFv/E. coli ®)v- - - - - - - -

scFv/E. coli ¥ 4%- - - - - - - -

K6 2 oOHHEVERK U2 20 LV IEE* &% EREs c (Fv), &
VB2 DEESDNTF R v —%2FTHMABL— 2#ifks cFv

6. 1 MABL—2%iffs ¢ (Fv),BRTFRI KO

MAB L — 2HifkBiskD 2 DO HS VSRR 2 20 LV IRR 4 & L3
# [sc(Fv),) #RATZ77RI FEEET 55, fiikp CHOMZ (M
ABL= 25RO s ¢ Fvia— K3DNARSE) AL TICRT@Yy P
CR&K;D@%L\%BntDNAMﬁ%chomzwﬁxuto

PCRIERATAHTT7AM=—ik, BV RAT7F54~—EL LTEF La¥=— ¥
BDNAKNA TV FAXFTBEF 1754 v— (@HIES: 30) 2HEAL,
TyFRUATTAT—E LTLEVEROCKRME 2~ FT3DNAIKCA( 7
VFAXLEDY vh—fEifiE 5 — K3 DNAES] EHIES: 19) RUS
a | 1 HIBEMRBRIIE AT BV LLAS 7oA v— (EAIES: 3 1) 24
ALk, '

PCREH1O0011 i, 10pld10xPCR Buffer #1. 1mM Mg

Cl,, 0.2mM dNTPs (dATP, dGTP, dCTP. dTTP). 5

2=y POKOD DNARY AF—¥ (LRSS, 1pMOET 5 (<
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—. RU*'100n g&HRDNA (pCHOMZ2) #8835, PCREIK% 9
4°CITT3 OB, 50CICT3 OPHMRVT7 4°CIicT 145, = ONER TS
Lic, ZOBREYA 7% 3 0ERM L, |

P CRAERM % QlAquick PCR Purification Kit (QIAGEN #t#) % VUMl
L. SallT#HLL, BoNEDNAKE#pBluescript KS™
7 ¥ — (REHHER) wrn—=r7 1Lk, DNARFIREDHE, ELVWDNA
B EHETBDNAMA BB 772 K Sa | I THEL, #bREDNA
Wik % SalITH{bLkpCHOMEZ2IZ Rapid DNA Ligation Kit (BOEHRINGER
MANNHEIM #t84) # AW CER L7z, DNABRFIRED#%. ELVWDNAESI#H
TODNAWREZEL 77 AI K% p CHOM2(Fv), kL (03453
). A77RAIFpCHOM2(F v),IEENDIMABL—25iffs c (Fv),
BIROEERFIR O L BRI £EFIES : 3 2177, |

6. 2 WMADRIDTIF YV H—%5HTHMABL— 2¥%ilks c FvER
75 R FofER

BAORIONTF R H—%FL, LT [HE] — [L&] BAFHL).
[Lg) — [HE] UFLH) :RBIICVIEREERKLEs o FvE, MA
BL—2@ROHFRV LS c DNARSHA L LTUTO@EY BB LE,
HLZA 7D s c FvaERTEEDIZ, STpCHOM2 (Fv), 2884 L

,TCFHL—Fl(mﬂg%:33)&UCFHL—R2(mﬂ%%x34)7

74<—, CFHL—-F2 (#%|%&5:35) RCFHL—-R175(<—
(EFIES : 086) ILLYVKODRY A5 —FBIrTIACT3 08, 60C30
. 7 2C1AMORR% 3 0EMYIET P CRRGET. 5 fic ) —F —B&
G LHSE, RU3 AICF LAGES2EL LED c DNABEBFRER LA,
"TONEHBERULHcDNALER L LTREL, KODRY AF—HIZTY
4C3 0%, 60C30®. 72CLAMORIGE 5EHYIETPCRELEZST
V. CFHL—F1RUCFHL~R 1754 v —2MATELI30H Ao
RT3 kD Y v h—%EERVHL— 045470 c DNABER LT,
LHYATZDs c FvEERTIEDIZ, ETMABL— 20 LEHRUHEEV
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.'ﬁﬁ@cDNA&ﬁUfixiPpGEM—M2L&UpGEM—M2H(ﬁ@.
CF11-635578K) HELLT, ThEATT @HES: 37) R

CFLH—R2 (EMES:38) YS4~—, CFLH—F2 (FFEL: 3
9) RXCFLH-R1 (BHIEE: 40) 754-—%HANTKODKI A
ef(ﬁﬁﬁimrg4t3oﬂ,60%30@\72%1ﬁﬁ@&m%30@
BVIRTPCREISZITV. 5" MY —F—FEFZEL L, RO MICFL
AGESIZE L HED c DNABGET # 8L, BHhAk LERUHE c DN
A%%ﬂkbf@éb\KODﬁU%?%@KTQ4%30@\60%30@\
72C1oHORGE SEHVIET P CREEEZFTV. T7TROCFLH—-R1
TIA7—ZMEATELILI OV A I NREIS L, CORISEMEHFERL L, C

.FLH-F4(mﬂ%%:41)&UCFLH—R17§4ve&ﬁw194%

30, 6 0C30%, 72C1ABORSE 3 0EEDETP CRESET S
TERED Y H—EEERNLH- 04470 c DNARER LI,
:5LT¢§thH—O\HL—O&{f@cDNA%ﬁ@%%E&oRI\
BamHI (£IE#) ABL, X b o [ HIRBROBFEN &4 %2\ WA
M77AIFINPE P 4(Z Ligation High CGRE#EH) ZAVTHEAL,
Competent E. coli JM109 (=y®ro—y) #WEERLE, HEERL
ToREBE & 9 QIAGEN Plasmid Maxi Kit (QIAGEN) KK T/7AI FEHEMLE,

 ZOLTFSAINPpCF2LH-ORUpCF 2HL — 0% L1,

&K<Dyﬁ—#4fm£&5%ﬁ7?ziF%W@#étbﬁHL&47ﬁ
XpCF2HL—- 0% L LTCFHL—X3 (EHMES:42), CFHL—
X4 (EFEF:48), CFHL—X5 (B%I%SE:44), CFHL—X6
(BFIES : 45), RIICFHL—-X7 @EFIES :46) OEVRT T4+~
RUTYFEUAFTfw—b LTS #—BBNARMNAZBGH- 1 (FAIE
B:47) P54 =—%MOTKODKY A5—FIcTI4C3 0%, 60°C3
0. 727C1AMORIE 3 0EMRDET P CRERBEFT, B iR
WeHIRERXhol, BamHI (EEE) cTQAELE, BNkl %

CF2HL—-0MXho I, BamH [ ¥ ki Ligation High (GRi¥E%s) %A
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WTEA L, Competent E. coli JM1 0 9 2 Ets# L, FEitk L7 KEG
B XV QIAGEN Plasmid Maxi Kit IZ T/ 52 I FERBRILE, 25 LT, RBS
7AIFpCF2HL—-3, pCF2HL—4, pCF2HL—-5, pCF2H
L—6RUpCF2HL—7 %%, F2COS 7 M TO—BHNREICH
WORBRTTAI REERT Ao, pCF2HL~0, pCF2HL—3,
pCF2HL~4‘pCF2HL~5\pCF2HL—6&UpCF2HLf7
ZHEMREc oRIRU'BamHI (FEE) [ TLREL, 800 b p DK
K&T A0 —R PV BRKIICE 557 A5 b OEIC & D8 L, Bohtl
H 2 LB MR 75 A FpCOS1DPEcoRIBRUBamHI %4 k
\Z Ligation High 2V T A L. Competent E. coli DH 5a CGR¥EW) 2E
ML LT, WEEEHE L7 KB & Y QIAGEN Plasmid Maxi Kit T J 23 K&
%@Lko:5LT\%ﬁjixiFCFZHL—O/pCOSl\CFZHL
~3/pCOS1, CF2HL—-4,/pCOS1., CF2HL—5/pCOS1.
CF2HL—-6/pCOS1RWCF2HL—7,/pCOS1%/ERLE, K%
Reflé LT, 77XAI FCF2HL—0,/pCOS 1 DEERR3 51057 L.
:ﬂmaihéMABLz—scFv<HL—o>®ﬁ§%ﬂ&UTi/ﬁmﬂ'
%ﬁﬂ%%:48m%?ait%f?zik@yyﬁ~%%@ﬁgﬁﬂﬁwfi
JBESEE 3 6157, |
Efe, VU W—H A XORBBLHIA FORERT S5 A NElefiT 570,
PCF2LH-O%#8 L LCCFLH-X3 (@AIES:49). CFLH—X
4 (BSIES:50), CFLH—X5 (B%I1%S:51). CFLH-X6 (&
PIES: 52) MXCFLH~-X7 (EIESZ:53) OBVRAF5(<w—RKRW
ToFRARTTA == LTRZ F—FFIC BB AR BGH— 1754 ~—%
FAWTRKODRY A5 —#|2T94C3 0%, 60C30F., 72C1IHEOK
F5% 3 0B Y ES P CREMHATV, 86 RSENEHEREEX h o 1.
BamHImeﬂLto%ent%#%pCFzLH—O@Xhol\Bam
H I %A hiC Ligation High 2\ THA L, Competent E. coli DH5a (SE#

%fi) BRI LT, T B ot 7= KBEHE L Y QTAGEN Plasmid Maxi Kit iz T
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izikéﬁﬂbto:5LT %ﬁ7§stch2LH—3\pCEzL
H—4, pCF2LH—5, pCF2LH—6KUpCF 2 LH-7 &MLk,
FIZCOS 7THIRTO—BMRBEICHAVARE S5 X3 FEAERITBHic. p
CF2LH-0, pCF2LH—3, pCF2LH—-4. pCF2LH-5. p
CF2LH-6RUpCF2LH~7%HIBMEEc oRIKRVUBamHI (&
@%)KT%EL\%800bp@%ﬁ%?ﬁm~}?»%ﬁ%@ﬁié¢wm~
SOEUMIZ LY B LT, BONEMA 2 HABYWMIMRER 75 2I FpCOS
1DOE c‘o RIBEUBamHIYA T Ligation High Z FHWWTEA L, |
Competent E. coli DH5a (R¥F#h) %2WHEMEHR L, WEEKR LIKBE LY

'MMMPmmMMnithffﬁxikéﬁﬁbtoCBLT\%ﬁfixi

FCF2LH—-0,/pCOS1, CF2LH-3/pCOS1, CF2LH—4
/pCOSl;CFZLH—S/pCOSl\CF2LH—6/pCOSl&U
CF2LH-7/pCOS L &R LL, REMRHIE LT, FI2X3I FCF 2
LH—0/pCOS 10WH&EXE3 7IZRL, ThIKEENIMABL2—s c
Fv<LH—-0>0HERFIRVT I ) BEFIEEFES : 54107+, $ha
IR KDY vh— S OEBRFIROT I BEFIZE 3 8 1Rt

6. 3 cOs7mwmﬁﬁéscFv&Uscva®%ﬁ |
(1) FhiEE#ToRE RS OT

HLZAZ7, LHZA 7 s cFvEUWsc(Fv), DREBOEDIZ, COS 74
@(ICRB9127\t:—vV#4IVZE@%@)?@"@m%ﬁ%ﬁo.
7o COS 7H#BARIZ 1 0 %4R5 R M3E (HyClone) %ETeDME MK (GIBCO
BRL #8) (2T, 3 7 COREEN AEIRM T CRAREE L,

6. 2THELECF 2HL—0, 3~7,/pCOS1. bL<IZCF 2 LH—
0,8~7/pCOSlRﬁpCHOMZWWh&?ﬁ—%V%mPﬂwﬂﬁﬁ
(mww&@)émmf:vabuﬁv~ysyu;0c087mwthfyz
Txrvav L, |
DNA (10pg) £&DMEM (10%FBS, 5mM BES (SIGMA
) HE#P 2x1 08,/ m 1 00.25m | #F 2~y MNIMZ, 1000
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BO%IZ0.17kV, 950uFORRICT AR EE X, 1 0NMEBOL.

TLy baRL—v sy ShiMBEEDMEM (1 0%FBS) H#IicBE L.
75cm'TIATCMAT, 7 2BREEE. BELELED, BEOAMIC LY
MR #kREL, HiI0. 2 2umAR M hy P74 0¥ — (FALCON) 2
CHBL. ThEEELE (CM) & LE, |

(2) \fiBEEHTOMEE LI DR

LB (1) LEROFETI I VAT =2 v ay LEEMEEDMEM (10%

 FBS) BHUCNZ 75 cm® 7 I AT T—RIEH Lk, BELELZET, P

B ST THH4. CHO— S — S FM II 24 (GIBCO BRL#EHY) ZHmLiz, 7
2 BERRIE L. R EEAED, EOSHEC X MR 2= L, Fi20. 22
pmAR by FT A AF—CTIEB L, CMERL, |

6. 4 COS7 CMHFDscFvEWs c(Fv)ORH

AEE6. 3 (2) THAMLAECOS 7OCMPIRITBELDMABL 2 — s
cFvERWYs c(Fv),ODRIRFF RETEROBYVICV=2RAF TuyT 47
kDR LE, | |
£COS7 CMIZoWTRA\WTSDS—PAGE#%F, REINFOR
CED NCH (Schleicher & Schuell #8)) (TEEE L%, 5%A%AI LY
(BRAHERE) CTTryF 72TV, TBSITTEH#%, JiF LAGHIK
(STGMA HEBY) £Mx 7, BRITA > % 2~y s VRUTHOR, ~Ld%
o — B~ 7 A | g GHifk (Jackson Inmuno Research ) #MI%. =
BICTA V¥ an—v s P RUSGHE, REREREANL, BESEE (3 9),
6. 5 To—AFAPY—
MABL2—scFvEkWs c(Fv),Dt b Integrin Assosiated Protein
(IAP) HfiR~DOREEEZRET 27D, Bift6. 3 (1) KTHRLECOS
7HRRER EEERAWT T e A PA Y —%fTofk, E F I APEREBRT S
v U AHMYSHIAREL 1 2 1 04EAE 2x 1 0% A, M6, 3 (1) THELA
TR LESAVITHEBLE LTCOS 7TMianieR FiEEML., KECTL vF
2=V a YRUOBEDH%, 10peg/ mlDwURHF LAGHEK (SIGMA #
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B) ZMZlc, A rFan—va VRUOKHOR, FITCHEBFAY R gG
Pk (BECTON DICKINSON #Hf) #hnx 7=, $§E§4’>éae:1f<-—£/sa:/zkzﬂﬁsﬁﬁoaﬁé\
FAcscanﬁﬁ(%memmmw&@)nr%%%ﬁ&wibko%wﬁ
%\%cos7%%L%¢@ﬁﬁ@ﬁé@&7%kvyw~%ﬁf5MABLz
—scFvRUs o (Fv) . £ M APIHLTEWERMEEETS 2 LT
shi (®40aRkWb), |
6. 6 in vitro TOTH h—y RFEBHE -
AEEL. 3 (1) ([ THBLCOS 7HMEER EFECOVWT, E R TAPE
BEFEALLLL1210#8E (h1AP/L1210) ERHFTEITHRI—VR
%ﬁﬁm%Annexin—V(MMMMHMMWHM&@)%@KiUﬁ%L.
oS ,“ ,
hIAP/L1210#MSx1 0 EIC, £~y ¥ —&TEEHLECOS 7
MR BB 5V Fa— e LTCOS 7 MK LIS SIE1 0%
THEML, 2 4RFRIE®‘ L7z, D%, Annex i n—V/P [ Jeta %170,
FACScanikf& (BECTON DICKINSON #8¥) IZ THOLMBEZRE L, T OFE
®. COs7 CM@@SCFV<HL3,4,6,7\LH3,4,6,7>'

RUts ¢ (Fv),ith TAP/L12 1 O#IICH L CHERMRELHE LI,

BoNFEREZE4 LITEFNFRRT,
7 MABL2~scFv&Uscwvh®CHomm%%ﬁ&&5+@%

6.
-
BIEEMABL 2—s cFvRWBs c (Fv), #ER LIENORBRNTI LA/
LLT, Shb%ECHOMMIC TRRSE AL DOREAS §—EUTOL > I

EEE LT,

CHIEEL. 2K CHRLZAZp CF2HL—~0, 3~7KRUpCF2LH—0, 3
~7DEcoRI1—BamHI¥H%, CHOMARHR~,F—pCHO1D
EcoRIKXUBamHI#{iZ Ligation High Z AW T#E A L. Competent E.
coli DH 5a Z/BHEERM L1z, HHEERMR L2 KBE L D QIAGEN Plaémid Midi

Km(mmm)mffiziF%%ﬂLto:@i5KLT%ﬁ7§ZSPpCH
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OM2HL=0, 3~7&UpCHOM2LH-0, 3~7&fEMLE,

6. 8 MABL2—scFv<HL—0, 3~7>,  MABL2—scFv<

LH—0, 3~7>Fs c (F v), %% CHOMPOIEMI (e Z Dtk FED

i

ﬁ%l.7KT%%LK%§7?ZiFpCHOMZHL—O,3~7&Up

CHOM2LH—-0, 3~7#CIZp CHOM2 (F v), X7 ¥ —%UTOE I
CHOMMIZHEER L, S#RERELIERMCRERT 5 CHOMBEER L1,
%@ﬁ%%&%&LTMABLz—scFv<HL—5>\sc(Fvu%E#%'

CHRBLY 5 CHOMBMD{ERZ TRCITRT

RHEF5 A Fp CHOM2HL—5KUp CHOM2 (F v), ¥ $IBREEEP v
u Hcﬂﬁ{lﬁLTEﬁ%w: L. ZH 5% Gene Pulser #f& (BioRad #8) ZAv>
TEL7 paflb—va ok ) CHOMMIZ M9 v X7 =2 v a v Lic, DN
A (10pg) &, PBSH1Ix1 0,/ m1dD0.75ml%Fay MM
X, 1.5kV, 25pFOFERICT A VAR E 2, FRICT 1 05MOEES
MO, =7 brRlb—va MBS hiaz, 1 0%Dy VHRMEEZS
BT HEEEH a—ME MSH# (GIBCO BRL #H8Y) |ChN X ke Lie, —ROGHR&%.
B EERBREL, PBSICTY VR LA, 10%0Y VIBRMEEZEHT S
BEARE a—MEMEH# (GIBCO BRLALHY) %7243 Lic, # 2 BRHGRE.

methotrexate (SIGMA ?;[:%3) HRIEELO nM'C“’é“ﬁTéf%ﬂﬁ’C“EéCi%% L. * »

_@&sonMy%LflOOnMaﬁE%m&LHT%%%ﬁHtOcbbrﬁ

DI E R — T — R MV TROLIEEFMCHO—S —SFM II (GIBCO BRL-
HE) [ THERE,. BRELEZED. BUSBC XV ERET ZREL, Fico.
20um7 A M —ZTHRBL., TRhERLDCMEBTE,

 EMEICLT. MABL2—scFv<HL—0, 3, 4, 6, 7>RU<LH
—0,3,4,5,6,7>%Eﬁ%m%ﬁTécHO%m&U%ﬂ6®CM%
B,

6. 9 MABL2-s cFv<HL—5>0Ffv—RUs c (Fv), i

THO 2 BEOBAEIC L VHRG. 8 TRONECMASMABL 2 —s ¢
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Fv<HL—-5>FKWUs c (Fv),DEMETo7,

<HBEL1> HL-5RUsc(Fv),%&. ZORYRFF KOCKBOF 1 a
gBSIZFIBLERIF | a g7 74 =T A AT AT 0= b 5T 4 —ROY
NEBERANTERLE, 150mM NaCl#&&50mM Tr i sl .
ﬁ@m& pH7.5 (TBS) TE#i{k L Flag M2 Affinity gel (SIGMA) T
ﬁﬁbtﬂ?A(Tle)Kﬁ%G.ST%BMKCM(lL)%%ML\T
BSTHZ AZHEE. 0. 1M U P EREER, pH3.5TscFvEd
?A#E%&éﬁtoﬁ&ht@ﬁ%SDS/PAGEfﬁﬁL\son@ﬁ
HEmER LA, scFvEAEKBEN0.01%E23L5CTween20%
M A, Centricon-10 (MILLIPORE) Ti#El7c, iK% 150mM NaClX

" 10.01%Tween20%&Tr2 0mM BFEEEGIK. pH6. 0 CEELLE

TSKgelG3000SWAHTA (7.5%x600mm) IZhiti, HEO. 4m
1/ minTscFvi28 Ohm@%ﬁﬂl'@*ﬁﬂj L7, HL—5FEL—I &
LTHFA=—DREIZ, s ¢ (Fv),iTE /) ~—DUBIRETAENEH S,
<HBYE2> HL—-5RUs c(Fv), A4 Koo 57 41—, A
FaEFUT7RIL PROFAVEBBOZIRB TR L, /1 FvX#Hhrn- /5
7 4 —Ti¥, HL—5 TiXQ Sepharose fast flow h T A (Z7A<=V7) % s
¢ (F v), T SP-sepharose fast flow ¥ 5 A% EW, E-TRUMKIIHL —5
Lsc(Fv), CRCEHERNE,
(%—TI#) HL—5
HL—S@CMH,QOZ%Tween20%€UZOﬁM Tr i s3EEE
B¥E. pHO9. O'@Z{‘Eﬁﬁbf:?’ﬁ&i‘ 1M TrisTpHZ9. OIZHELX,
D%, 0.02%Tween20%&Lr20mM Tr i sHEEEEFK. pHS.
5 TYHi{l L7c Q Sepharose fast flow 15 AhF, FHEEHKRPO. 1 MA5 0.
55METONaC | OERBEARTH 5 LMIWE LERY RTF FEEHL
o BHNEESESDS, /PAGETHH L. HL—5480EALED,. B
ZIEONA Raxo7 74 Mohiti,
(5—I#8) sc(Fv),
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sc(Fv),PDCMiZ, 0.02%Tween20%&tr20mM BRI,

PHS5. 5T2RAMULABIC, IMEBICpHE 5. 5ICHHELE, 0.02%T
ween20%8tr2 0mM BHEEEEWE. p H5. 5 CEHMHL L7z SP-Sepahrose

fast flow 7 7 AZHNT, FHEEHET, NaC 1IBEZ 055 0. 5ME THRY
B, 0T MR LR ) _TF KRR U, BBRESESDS /P
AGETHTL. s ¢ (Fv), 2 BUENEED, BTRON Krk 7,5
£ MEhi e, | | |
(BT8R HL—5RUs c (Fv),dnf KEXUT7 84 bruw hI5 7
o T |
BE—IRTEHEONEHL-5EAEYs ¢ (Fv),BLO%ZFhEFN0.02%
Tween20%&tr1 0mM J VEHBMEIE,. pHT7. 0 CEHLLEAS Ko
*TREA P AT A (BioRad, #4 7 1) (ML, FBEKTY T A% S
. U UBMBEIEIRE S 0. 5ME TEANIC LT, & T AT LR Y R7F
Fa@EH e, EES%SDS/PAGETHIT L., FTEORY X7F FREF
NBESREDR, - |

(BEZTHE) HL—-5KUs ¢ (F v), D NVEE
F_IRETRONICEES & TN L Centriprep-10 (MILLIPORE) THRAMEL.
0.02%Tween20KkU0.15M NaCl%&%20mM EEEIEEI,

: pHG.O'C“quﬁﬂbLﬁ:Supe‘rdéXZOOﬁﬁA (2.6x60cm, 77/

2 VT) T, HL — 50155('?‘*—%:&%&\ sc(Fv)HL—5&Us ¢
(Fv), 3T/ ~—OIBICTh ThEBE L —2 & LTHEH S hi,
NFROBBIEICEN TS, HL— 5%/ v— 3 SRS NAhote s by
b, —AHF vO) U H—0T ) BEEHS 5 BRETHIIE. PEMIC—&
$F vOFAv—BHRTE B LIMPLE, HL— 554 v—8LUs c (F
V) EOFR OB AN % b 4CT L 4 A RBRENICHR S hs,
6. 10 HBHMs cFv<HL—-5>DFAv—FWs c (Fv), DHFEREATENY
i
BRINTEMABL2—s c Fv<HL5>DFA~v—KRUWs c(Fv),Dk
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Integrin Assosiated Protein (1 A P) TR~OEEZHET DD, Tu—Y
ARAR)—%{Tol, E PTAPERERT I~V AHMMBHIIKRL 1 2 1 040
i (hIAP/L1210) XIHBELTpCOSINIF—% FFVRT =
aVathlelomw(pCOSl/lelonylm@m;1op
g/mlDEMMABL2~s cFv<HL5>D#{<— MABL2~s c
(Fv),, BHXMBLLTE) 7 o—FAHEMABL— 2, RIEREL LT
A1 gG (Zymed #8) ZME. KEXZTA vrFa—v 3 Y RUBEFDOE, 1

Opg./mlD<YAHF LAGYHIE (SIGMAHE) 2Nz, 1 oFa—T3
YRUOGHDOH%, F1TCERIi~T X1 g GHifl (BECTON DICKINSON #L#) %
MATE, BEA % 2=y s VRUWHROK, FACS ca nikE (BECTON

DICKINSON #E8Y) 1 TR BAEE % B L e,

ZORR, BEMABL 2—s c Fv<HL5>0#(v—RUMABL2—
sc(Fv),Rh TAP/L 121 OMBICKRIICHEA LA LIZED, scF
V<HL5>DFA=—RkWs ¢ (Fv),Bt FTAPICHLTEVRMMELET
DT EBFERE (M4 2), | | |
6. 11 #MscFv<HL—5>0FAv—RUs o (Fv),Din vitro 7
A b= A BESR |

BHLAMABL2-s cFv<HL5>D¥A<=—RKkUs c (Fv), lZ2WVT,
EFIAPHBETFHEALALL2 104 (h1AP/L1210) ROt
AMAHEKCCRF—CEMIEZHT A7 R b—AHEEMA4Annex in
—V (BOEHRINGER MANNHEIM #8) Hfic & v &8 Li-, -

h1AP/L1210fE5x10MEHSVICCRF—CEMMMKLx1 O°
f8iz, BBMABL2—s cFv<HL5>0D¥4<=— MABL2—s o (F
V) BHERRELTE/ 20— FAHEMABL— 2, BERRELTYYR

L g GRtraZMETHRML, 2 AMMERLA, Z0O%, Annexin—V
Yt 21TV, FACS c a n3&E (BECTON DICKINSON 4H4)) 1o THVMBES AIZE
L7, ZD0#R, MABL2—s c Fv<HLS5>D¥A4~—RUMABL 2 —
sc(Fv),ikh 1AP/L 1210, CCRF—CEMO®OEMIIZH L TRERK
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‘ﬁ%mmmﬁéﬁﬁbt(®4mo:@ﬁ%\MABL2~scFv<HL5>

DEA<—RUMABL2—s c (Fv),id. beDE/ 7 a—FHEAMABL

— 2 LB L THE SN T R — U ABMIERA L ET 5 - LARENE,
6. 12 RBls cFv<HL—5>DFA~—RWs o (Fv), OFMIMEEER

B

"%WWS.lsk%of\ﬁﬁ@ﬁﬁ@%@btscFv<HL—5>®ﬁ4

< —RUs c (Fv), DIEEERS S 55 L7, | |
)7 a—FAHBMABL -2 (BMAE) CRROMEEENET 5 DIk L
T, —AEFIEOMABL2—s c (Fv),RUMABL2—s c(Fv)<HLS5
> IBHE Lo te, £fc. MABL— 2 Hif% BV BIHROE b1 & A L5
BREB T, £ORREYTROK 3 IR,



PCT/JP01/09259

52

- - - =~ 4+ 4+ 4+ 4+ + o+ o+ o+ A+ 4+ = (D) ZEW
61000 86000 6100 16800 TR0 60 IO @90 @T ST S 0 @ 0 8 3w |
(w/a) , ToHTY 21e10Y - Mg

- - - - - - - - - - - - - - B
- - - - - I 4+ 4+ 4+ o+ 4+ 4+ 4 = (o
6000 8600 Sl00 TE00 TR00 9510 WIED 90 LT ST 0§ O @ o (8 o
B D L
L0000 8000 100 €200 490 00 820 B0 S80 LT §T 0L 0% 0% o |

- - - - = - = - - - - 22571
81000 G600 1000 OO0 7800 900 G0 8%0 9I%0 I060 N8BT @OT S@L $H 6% o
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6. 13 BHMs cFY<HL-—5>DF¥f+—KkWs c(Fv),Dt rEiflE~
DAET MR AHEEHE

EfFI6. 8SRU6. 9T THS, MM Ls cFv<HL—5>DFAv—
BUs ¢ (Fv), k20T, ZOHEENREZRR Lz, BEMICIIERESS. 1
4 (3) THERLEE MEBE~Y AEFAEZHANT, vV AMFERICHIT S,
b NERIERRAEET AME LS ERXEL I SAKEVERL, e Ty
ADEFRERTEHE L, ZL T, LiEPOMSY 37 BROE LB L V4R H
BIckYV, sc Fv<HL—-5>D¥A<w—RKWs c (F v), DHEEHR % TG
L7, | A

73, ARBRICBVTHL —5 R Us ¢ (F v),l3. vehicle (150m
M NaCl, 0.02%TweenXU20mM BEEER, pH6.0) 0
0.01. 0.1XF1meg,/m] DEKE LT, ®#EEH0. 1. 1¥/i31 Om.
g/ kgilRBIIIC-VRIRE L, £/, BiEvehicleDHhiEH
5 L7, -

b NEREEMIBME% 2 6 B BICHEEERL, LEFOMY VI EEYE
LISAKlD%%WS.14K%OTMELKO%@%%\HL—SE5ﬁ&
OFA<—KkWs c (Fv), 5, MEPOMSY R0 BENRESBIKTER
B LT (R4 4%588), k. ZOEFEHMICOVTIR, HL— 584
B (H45) EVPsc(Fv), e (MN46) £ (vehicl efs

B) LHBLTEEREFIROEESBR SN, ThoDKERIZ, AXHO
HL—5KWs c (Fv),BA L ERZBNTHENHIEREERZAET 2 L%
ALTWVWA, |

EiHl7 © PMPLICHT S Mkl 2B 5 OHSEVEBRER T LEHVEEE
BL—AEHF v '

E PMPLIERTAE ME/ 7 a—FAHfk1 2B 5 DOVEEEZ a— F43D
NAZRODI ST LTHELE,

7. 1 12B5HSVEEEa— ki 5REFOMS




10

15

20

25

WO 02/33072 . PCT/JP01/09259
' 54 '

BEMMPLICFEET S Mk L 2B 5 HEVERE = — M3 #ETFIL. &
BEFOBEERS @HIESS55) 2AVWT, 205 kBice MilkBEFHE
DY —5 85 EFIES56) (Bur. J. Inmunol. 1996; 26: 63-69) ZilfES
BT L TRE L, BELAHERIIZERZRL 5 b pDA—r—F » 7E
e oL DIL4XKDAY IR VAF R (12B5VH—1, 1 2B5VH—
2, 12B5VH—3, 12B5VH—4) icA%L, 12B5VH—1 (&5
#F#557) RU12B5VH-3 (BSIES: 59) IV RHFMAT, 12B5
VH-2 (f5IB%:58) RUL2B5VH—4 (IES: 60) B7vF
VAT TENENEAR L, HABRA D T2 LAF FREN T OHREME
ICEDT oY &K, SMUFSA~— (12B5VH-SRUL2B5
VH=A) /%, £EOEETFEHIELL, 28, 12B5VH-S @EFIE
F161) BRILT T4 v—T) —F—RHIO 5 KA S Y A XL, B
Hind III#BEEE: BRECPIR DT = o 7EBIEFFOL DI, £/21 2B
S5VH—A (ESIES : 62) 3L T5( ~—CHHVEROCKIfE 2 —F
TRHIEERSININA TV FA XL, BORTFS5A R RF—EFRLIZB amH
I HIREERBREAE B L 5 I e ehEs L,
‘PCRF&lOOpI@\10p1®10xPCRGﬂd&HuIL1“5mM
MgCl,, 0.08mM dNTPs (dATP, dGTP, dCTP, dTT
IU\52:y%®DNAﬁU%§—€Amnhq%m(uipmmN&MR&@L
2.58:{»{pmmjfowAﬁzUﬁx&utfklZB5VH—1~4é

'@ﬁu 9 4 COPMMBAICT 9 HME LTKICO 4TI T2 AW, 55T

SERGT 2CET20MOYA 7/0% 2 BRE Lk, 100pmolef
SDMUFF A <—12B5VH—SRUL 2B5VH-ARME. 85I
ACIZT 3 OB/, 55CIT30BEMRUT 2Cic ﬁ@%%ﬁ»%ss
ElRHE Ltk ﬁm@A%%EP7ZCT5 YEME L 7=,

PCRERMIZL. 5 %E@MAT7T Hu— zﬁw(mma&&)%%wﬁibtﬁ\
HIRBEEB amHIRUH i nd IILTHLL, b hHEREBE~S #—HE F —
gYlikZu—=2 L%, DNARFIREDH%, ELVDNARSI2ET5DN
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AR EEO 75 AI F#HEF—~12B5H—gyl &% LT,
EHIK, HEF—12B5H—gyl %¥5IBEEEcoRI ALV BamH I

THEL, 12B5VHR 2~ F+28EFLBM L%, £ FF a b HEES

N7 —pCOS—FdIALpFd—12B5H%#\%k, 2B, t hFab
HBSEA~2 & —id b MUKHEVERE ERERE 5 — M5 0ET R
TEAY b r BRSO F HEE RO — 8% = — N 3 RETEE
DNA (&%I%&% 6 3) %P CRIEZAVEIE Lk, BMBRRE~Ns ¥—p
COSlKﬁATé:&T%%Lt&7ﬁ~T&6°EFH%ﬁ#ﬁﬁﬂHEF
—gYlZHHL L, LREFAROXHTICCREFOBIBEELTV., BS54~
—LLTA U F Ry 1D5 BOESIEALTY F4 XL, BOEc oR 1 RUB
amH 1 filiREERBHASIEH DL IICRE LG LCHL — S (@FIEF6
4)&, BETT74~—L LTt PHEEFHBEHCHL FAS D3 WODNA
ENATYFARL, Bok v VRERO—#E =— R 585, —Eomta
YBLUBeg 1 IIHIMRERBHBI LA TS LR LZGLICHL —A @
FIES6 5) Z A, | | |
77AIFHEF—~12B5H-gylRU0pFd—12B5HKIEENIEHE
Pl 2B 5 HEHFIEEROWERSIR U7 X/ BESI % EFIES : 6 617T,
7. 2 12B5LEVERE2— R 2BEFOEE |

E MMPLICHET 5t MHitkl 2B 5 LEEVEEZ o — FT3&EFIE. &%
WEFOHERF] EFIES6 7) 2R, T05 KMICE MABRIET 3D 6
(Nuc. Acid Res. 1990: 18; 4927) B3k U — & —HEi5| (FFIEE6 8) g
&¥H I & CREN L7, BRE LoEERSIE LR L RS ER T 5 b p ot
—NR=5 v TEINEREOLIICAKRDFY TR LFF R (12B5VL—1,
1'2B5VL—2, 12B5VL—3, 12B5VL—4) KAHL, £heh
BRLE, 12B5VL—-1 (@FIES:69) RX12B5VL—3 (EFIH
B 71) iTECARS, 12B5VL—2 @HIBE:70) RR12B5V
L—4 (EES: 72) A7 oFwoABMNER L, F4HAY) I 7 LT
FRENENORBIEICLY T v L 7)) SEE, SMITS4<— (12B5
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VL-SRU12B5VL—A) i, 2EOBETFLHELL, 25, 12
'BSVL—S(ﬁﬂ%%:73)u%ﬁ774v~?)~#~mﬂ@5$ﬁmo;
ATYFAXL, BoH i n d III HIREEES ﬁmm&&ou:#/7EW&ﬁ

DE5IT, ¥E12B5VL—A @IES: 74) 3RF ST w—CLEV
SO Cokfy = — R BEBBINC A TV FA AL, BDOATTA A K

P72 5 UNC B a mH 1 HIFREERIRMEIS 2 /5 & 5 I e h 2 HEREt L,

P R ERE & FBRITITV, P CRAFMIZ L. 5 %IEMAT ¥ m—2 5L
(Sigma #HB) ZAVER L7ct%, HIFRERB amHIKRCH i nd III Tl
L. bt FLBARBR~s ¥—HEF —grlc/ n—=>7L#, DNARFIRED
#. ELVDNABRSIZETHDNAMH2ELFFAI FEHEF—12B5

L—gxiffill, £772I FHEF—12B5L— gk (C&EN DMK

12 B 5 LEVREBORARSIR U7 < ) BES L BAIES : 7 51077,

7. 3 ﬁ%mlzBs—KﬁFvucpwowﬁﬁ

BHR 1 2BsHifEA—AEHF viZd1 2B5VH- Y 3——12B5VLODIE
&L\%@C%%kﬁﬁ&&UF%%@%ﬁTétbﬂFLAGEW(%ﬂ% _
5:76) BAMTHIETRELE, SbIC. U A—BFIE(G 1 y,Se 1),
@157;/M#B&éuyw~%ﬂ%%w\ﬁ%&lZBS-ﬁ%FV(sc
12B5) Z2HELE, .
(1)157i/&#6&59ywémﬂ&%wtﬁ%ml2B5~$%Fv®
ey - | -
157i/@#5téuyﬁ~%mwtﬁ%ﬁ12B5ﬁ¢~¢%Fv%ﬂ~

CRFT3EEFIZI1I 2BSHSVER. Vb —Es. ROl 2B 5 LEVESRL

ZNENPCREFAVTHIEL, BRTAZLICEVEELE, ZoFELE
4 TITHERENRY, B L 2 B 5—4A8F v OEROZDIZ6 HOPCRY
F7A4~— (A~F) 2R L%, 7514 v—A, CRUEIZ L REFEH L,
754~—B. DRUFIXT > Ftr REHEHT 5. | |
HEVERODDRAF 754 <v—12B5~S (FI7/4~v—A., BIIEE .
77) & HEY—F—EID 5’ Kz~ 7Y 14 XLEDE ¢ o R [ HIFRE
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e ﬁ%ﬂ%ﬁféiok +LLOH%Vﬁﬁ®tb®&ﬁ7747 HuV
HJB(774?~B\ﬁﬂ%%:78)m\H%Vﬁﬁwcﬁﬁ%ﬂwF?é
DNAWNALT Y FAXTBLDICERE LT,

VU H—DREDDRIF TS <—RHuU JH3 (F7A14~—C, BFIES: 7
9) X, UV H—DONK#HEI—FTEDNAKNS T Y FA X LEOHEVH
WD CKIEETI— FFTBDNA LA~ R—F v 7 THLIICRET L, Y Vb=
DeHDBRITF54<—RHuUVKL (FF4~—D, BHES:80) i V
LB —DCKEE T — KFBDNAIRNA T Y FA X LA- LG VIERDNEKE
#a—FTBEDNAELA—N—F v 7T5I IR L

LS VRO D DFTIHTS54~—HuVKL. 2 (X514 ~v—E, BIES:
81) LAVERONKME 32— FTBEDNARNA T Y & A XT3 L5l
L, LEVERDLDDE S S5, <—12B5F—A (F54~—F, &
FIES : 82) I, LEVERDOCKEKEEZ - FTBDNAENATIFA XL
BHOFLAGRIF K& a— K4 5E%| (Hpp, T. P. &, Bio/Technology, 6,
1204-1210, 1988), 2fAMDEEEELL2 KV RUNo t I HIREBRERERULEZET
% & D ICERE LT,

E—~PCREBIIRWVWTIDORHA—B, C—DRERUE—F {7\, £LT
H—P CRHPLBHNI 3 D0 P CRAFWE TN E BRI L Y 7 vt
YTV &R, RIZ, TIA~—ARVQFEMAT, 157V EENPGRDY V¥

w~%mwtﬁ%m1235v$%Fv%n~P#5éﬁDNA%%ﬁbt(%'

ZPCR), 8. F—PCRIZBWVTIX, HHHR1 2B SHHEVERE=—FT
575 AIFHEF—12B5H—gyl (FEHEHM7. 1288, Gly Gl
y Gly Gly Ser Gly Gly Gly Gly Serxr G
y Gly Gly Gly SernbR3Vvh—HliZza—FF5DNA
Bl (BesIEE : 8 3). (Huston, J. S. &, Proc. Natl. Acad. Sci. USA, 85,
5879-5883, 1988) #&EATHRA 75 AIKpSCFVT7—hM21 (kb ML
ONS—M2 1%itk) (Ohtomo, T.&. Anticancer Res. 18 (1998), 4311-4316).
RUEHRK1 2B LEVERE 22— 7277 XAI FHEF—-12B5L—¢gx
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'<%wm . 2RBR) FINFRER L LRV,

%—PCR&%@W&5op1m 5p1@10xPCRGddmﬂaII

" 5mM MgCl, 0.08mM dNTPs\Si:yF®DNAﬂD}7—

¥ AmpliTaq Gold (SA_t PERKIN ELMER#EY). 100 pmo 1 e F2O0ET T A
v—RU100n g DEMUDNALEH L. 9 ACOMMBEICTHREE L
TKIZ9 4°CIZT3 0B, 55CICT3 OBERNT 2°CIET L HBOY A 2
M 3 SERE Lk, RISRAWETICT 2°CT5 SMMALE,
RCRE&%A—B\C—D\&UE—FM%:PCRTTVtyfybtc
BEZPCRIBVT, L LTIul OBE—PCRESMWA—B., 0.5u1 0
PCREEHC-—DREVInl DPCREGHE—F, 10pl®10xPCR
Gold Buffer II. 1.5mM MgCl, 0.08mM dNTPs. 5=y h
DDNARY A5 —+F AmpliTaq Gold (LA PERKIN ELMER #8Y) 2&HF$4% 98
pl@PCR@@W%\94C®E%EEKT9\W%LTﬁk94CkT2 R
6 5CIKT2HMRV7 2CIKTC 20 Y A 7 0% 2BRE LIz, ThEh
1oopm01efo®774v~A&wF%m2to%L194tw130ﬂ

. 55CICT3 OMMERUT7 2CILT1LH %@ﬁ%ﬁ»&ssﬁﬁﬁbt%,

RIGBEWZE 7 2°Cl SyRmmE LT, _ |
BEZPCRICEVAUEDNAWHA® 1. 5 %iERMAT o —X XAk BT

2PN EcoRI&UNotITﬁML @BﬂtDNA%H%pCHOlm&

F—BEUPCOS1~yy— (FEEL—255196) | sa—=vI LTk,
I, ARBNY H— pCHO1liX, DHFR—AE— 1t vH—PM1—f (WO
92,/197598M8) Mb, EcoRIRUSma I Mkt b HERETS

HIERL. EcoRI~Not I—BamHI Adapt.or (EBEHR) %

ERETDZLICLVERELERY ¥ —ThB, DNARFIREDH.. BHMRL 2

BS5—&F#HF vDELWT 2 /BES % =2— FTE3DNAKHR #ELTSFRAIK

ZpCHO—sc12B5KUpCOS—scl2B5¢Mm&LiE, A75X3

F‘prHO—sc1285&UpCOS—sc12B5GCai7}’b%’>ﬁ’l‘§ﬁJ212B

5—AMHF v ORERIIR T I/ BEHN L HRIIES . 8 41T5RT,



10

15

20

25

WO 02/33072 : PCT/JP01/09259
' 59

7.4 @%mm%mwt%lzBsmw(IgG\Eab)&w~$ﬁsvﬁ

) RFSF R ORE,

12B5HE (I gG. Fab)&UléB5#¢$%@—K%FQ(£D&
7?%)HCOS—7MWX10HOMW%ﬁW%ﬁéﬁLQ
cos—7mw&mwt~ﬁ%t%ﬁi&®;p bfﬁotoT&bB

| Gene Pulser {8 (BioRad #-Y) %ﬂ?b\fc_:n L7 hrfl—3 g VB LD BE

FHALL, 12B5HE (1G) ORBCIFBORE~S # —HEF — 1
2B5H— gyl RUHEF—12B5L—gk#% 10pgd 2%, 12B5Fa
bW DRBEUCIEp Fd— 1 2B5HLHEF—12B5L—gr &1 0ngdo
., —AEF vOREBITEIpCOS—sc12B5 (10png) #PBSIZGAL
tCos—7M@(1xuﬂ%w/m1)o.8m1mﬁéb\#a&ybmm1;
1.5kV, 25nFDOBABIITANVAEE X, |IBIZT1 045MOEESM
D, TLZ boRL—Y s UEBSNEREE, 1 0%DY VIRRNEESH
TH5DMEMEEHE (GIBCO BRL #HM) oinx #53& L iz, REHEH%, #MIEZPB
ST—EBEH L. & bICEMMEHCHO-S-S FM I iz Mz, &5122

'Eﬁ%%bto%%L%%ﬁ@b%mmw%%%fbt%\dzzpm®74w

F—%BTZETHRELEL,
¥/, 12B5 ¢$%®~K%Fv(fjmf?b)wﬁﬁm%ECHom

 BBREMYI T 57, pCHO—sc12B5RR~Y F—%FROL>ICCH

ORI EEFEA LTz,

+72b%, Gene Pulser #f# (BioRad #8) ZAVezL s hoKL—a s
BAT & ) RIS 5 —% C HOMBICHA Le, BIREERP v u 1 Tl LES
KICWL7ZDNA (100pg) ¢LPBSIGELACHOMA (1x1 07HIA,/
ml) ©O0. &nl%@ALt%w%#;A/bumxm¢Tlo THERE L1k,
1.5kV, 25uFDOFEBCTNVAEE X, RBICT1 0K OEEEM
Dk, TV bR —va VR INEMBIRE. 1 0%D Y VKRNEEZER
THCHO—S—SFM II (GIBCO BRL #L8%) ANz 28 L=, &2 HEICS
nM fbbv%#~b(ﬂmmﬁi)@60 10%vvisimiEz&TCH
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O—S—SFM II (GIBCO BRL ##d) [ TE&E L7, Bobhizs o— o T
HBRBOBV/ o—% 1 2B 5—A#F v OEAMIBKE LT8RLA, 5n
M* b FLd—b (SIMA &) 2 ELEMFEFHCHO—S—SFM II
(GIBCO BRL #:MY) |1CTHiskth, 3 L4, BOAREC & 0 MIREA 25
= LCHR R, |
7. 5. CHOMMEAD1 2B 5HED—AHEF v DR |
7. 4ATEBNLL 2B 5—AHF v ERCHOEAEKRDKERE LD O
B, iF LAGHHGEI Z AR NIERD T ALV ITo T,

(1) MFLAGHIED T A

#EEIX, PBSTEHILLIEMFLAG M27 74=7 4—4/ (SIGMA
B (CHN LT, FEEIETY T AR TS, RS 0. 1M ) o HRE
Wi (pH3.5) TH7AMRF LIBARLEN L, WHEN, EHEE
HIZ 1M b U REEHREKR (pHS8.0) 2MxTHFflLi, SDS—PAGET
BEHBED 251 L. —F#HF v 23HER S Bl % Centricon-10 (MILLIPORE #
B ZAVTERE L,

(2) 7L iEd

(1) OBWMEHKIZ, 0.01%Tween20%4ELPBS THEHifkLASup
erdex200#7. (10x300mm, AMERSHAM PHARMACIA #:84) (Z#smn
L7, | ,

scl2B5ik220E—72 (A, B) EoahrhTHEHELE (K4 8%8H),

EH5S3A, B214%—SDS—RITZIALTIKRFLVERNTHT LI, v

TNEBTHIGM, FFRMTLEL, Laemml i ODFECE L TERKE %L
T, KBEEAREZ vV =TV U7 b T A—RE LT, B4 9I5RT LD
. ESA, BOTRLETHORMOFECEHLL T R EOSTFEN 3
1kDIZE—NUFEER, BI9ARUB%2Superdex200 PC 3.
2/30 (8.2x30 Omm, AMERSHAM PHARMACIA $H8¢) Z v /=4 L@z &

DT LR, ENATIHRNT EOSFRN44 kD, ESBTIRFE2 2 k

Diztatiahi (K50 aRV0b%88), ULEOER»L, BHioAXscl12B
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5 —ARGF v OHLHHEMS 1 ~—T, BIRE/ v—Thb,
7. 6 FBE—AGEFvOTPOKT =X MNEHOHE

E FTPORAH (MPL) %My 2B a/F 38 (BaF/mpl) (224 54
M ERET S 2 LIZ LT, HIMP L —A@HD T P OREE{E % 574H L 7-.
BaF,/Mp | #ila%, 1% MMM (GIBCOHE) &1 RPMI 164
O¥FH (GIBCO#LBY) T2MEBEH LicDb, 5x1 O°HISL,/m | OMKE B Iz 72
B &0 TR L, FIMP L—A@BifF%E/i3t FTPO (RD Systems
HE) EETEM AR L, MBS 5 Op 1 (HEELIEE FTP ORI
50pl &M TI6RIA /T =LEESL— b (Falcon #HL) 1T L.
CO,f YFam—F— (CO,ME : 5%) T2 4RMHELE, HEE. WS
T— sﬁ%(immﬁMmm%SF THASATR7#HE) 21 0nlnx, %

8IS BE R SPECTRA Fluor (TECAN 8Y) % FV\CHRIEMRE 4 5 0 nm, %5
%&Eﬁzonm@wﬁgéwmbtocq¢/¢;«~&~(omﬁﬁ;
5%) T2MMA % a~— Uiz, SPECTRA Fluor # AV THERERE 4

'5opm\ﬁ%ﬁﬁszOnmm%%g%MELt;WST~8$%M$%M&

DELTHER4 5 0 nmORERIEERT S L b, 2MMORBERLEE
BUCBa F/Mp | ISR 2 KO L 5 CEH UZED 5 0f&Ic & ) FHE L7,
SET HEE R, BEMETREL L. TOMBRGERS TS F—IcEL
FERAEEERIEEL00%E Lz, RISHES 0 %HEOHIEICES < ERELUC

- EVEURER/T, TP LEISERS 0% LR 2RFREZEH L, ZhEED

50f& L7, |
SEL 2B SHMAN FERBESELCOS— THROEE LFEL AN, MPL
kﬁT57=wa%&%@mbtﬁ% 5 1R & 5 ICHBE SRR =
MTH212B5 1 gGTITMEKTEMICEILED LH MR thTPOﬁ@T
T=R MEMERLEOIAL (ED50 ; 29 nM)., BRESHIA—ECoH
51235Fab@?ﬁ:zb%@ﬁ%ﬁm%wngaot(EDso;sm
7240M). TRICHL. Fa b &FRICHRRSAEMIA—ECh5—KEF v
(sc12B5) HNTIHEDS OEM 7 5 nMEBmNT T=R b IS HFE
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Bntotmbtm « TASF v TRHS, LESTERSIIELERES TN
ALTWB® \ BHRP CEAIERUR A L DS FOREEREAS LT
Eﬁ%@§%W%Wm¢5*tmﬂ6nfwé £ Z T, ¢Wﬁﬁ&ﬁwﬁﬁs
clzBS@\%%&metF% HPCHELR (B/v—) LZEEK (F1
a%zané\%mmbBRK(l48%$%L,wwx%/v—kﬁ4
v—Dscl2B5E2ZNTREHEL (B50%88B). #N5DOMP LICHT 3
TIA=A MEERRIE LR, BI5 1RUS5 21RTEICs c12B5E)
¥—TIXED S5 0fE4%4 4 38. 7nM&COS— 7THIlADIE®E FEZ AV R
CHA, TH=2 MEMOBBEIER SN, FRICR L, ZEOREEA T
%ﬁo—ﬁ%Fv(sc1235&47b)ﬁﬁ~%@sc12B5mﬁL%4
0 OfFV\T7 F=X FMEMEZRLE (ED50; 10.1n0M), X5z, 2D
—A$HF v TiZk FTPOR LN 12B51gG®73~ZF%ﬁkH%BL
IBENUEDT T=2 MEMZRLE,
Ehapl 8 (tLMPL:ﬁfbbbﬁﬁlZElom%ﬁ@&:—kféﬁ%
T OHESD) | |
kbMPLnﬁTétb%/&u~f»ﬁ¢12E10®W£ﬁm%:~FT
DDNAZRDE I LTHELE,
8. 1 12F10HSFIEHEEY2— N4 28EFOHE

b EMP LICHEAT 2 ML 2 E 1 0 HEMRESE = — N 5 RETE
W09 9,/10494kEMOT I/ MESI EFIBESS5) 2 ECEAEES
6 IR THEERBIZRE L, EHIC, 205 HWict MIKBETHED ) —&
—#csl (EFIES87) (GenBank accession No. AFO06
2252) ERFESEDZ L TEEOEERSILBRE L, 25 LIoEEES)IT
TNENLS b pDA—R=5 vy TEINEFOLIICAEDAY FX7 LAF F
(12E10VH1, 12E10VH2, 12E10VH3, 12E10VH
4) ZHEL, 12E10VHL EJESE:88) RUL2E10VHS &
SIFS : 90) B AHFMT, 12E10VH2 (FFIEL: 89) RU1 2
E10VH4 (BJ&ES: 9 1) @i7rFerAFMTERAERERLE, &6
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'&%Dﬁ?ﬁV?%Fﬁ%h%h@ﬁﬁﬁﬂi@?yt?fﬂéﬁk%\%Mj

F4<— (12E10VHSRULZELOVHA) 2%, 2EORETFLE

WEL%, 2%, 12ELO0VHS @AIEE: 92) RES TSI v—TY—s
'—mﬂwsﬁ%um+7)54zb H-oHindI I IfREBERERESIRZOD

LH#/&ﬁW%HOI9L\itlZElOVHA(%@%% 93) 185
7747—TH%T IO CRIEE 2 — N4 AEERFIC A NA T Y ¥4 XL,
ﬂ03774xbf~ﬁﬂ&60uBamH1ﬂmﬁi %MW%ﬁoio e

TR LR,

PCR¥EMH100pn1iE, 10pl®10XxPCR Gold Buffer
I'I. 1.5mM MgCl, 0.08mM dNTPs (dATP, dGTP,

dCTP, dTTP), 52=y hODNAH®Y A5—¥AmpliTaq

Gold (DLEPERKIN ELMER #80), 2. 52 EAFTOOAHAY IR L
FFFL2BSVH—1~4%8K L, 9 4COMIMREIZTIH YHEE L TR
94CIKT 20, 55CIKT2HMRVT 2CIET2HBDY A 2 A% 2ERK
@LL%\100pmo1e¢o®%m774v—12E10VHs&012E
LOVHAZMZ, SHIZ9 4°CIZT 3 0FH. 55%nr3b@ﬁ&@7zt
CTIRMOYA 7 V% 3 5ERE Lk, RISEAMEEICT 2°CT5S5RM
BmLrk, » |

P CRAERMIT1. %ﬁ@ﬁTﬁh~z€w(amm&@)%mw%ﬂbk
%, HIRERBamHIKRUOHIind I I I THLL., EFHﬁ%ﬁ“?5 H
EF~ng¢ﬁu~#/ﬁLLODNA%W&E®& IELWDN ARSI FT
SDNAWR &L S7AI F#HEF—12E10H—gyl ¢fh& Lk,

éBK\HEF—l2E1OH—gyl%ﬂmﬁiEdoRIEBUKBamH
[ THIEL, 12E1O0VHARa— Ry 3 8EFELRMLE%. £ FFa b HE
%ﬁ&&&—pcos—FdwﬁALde—l2E10H%ﬁto&B\tb
FabH@RANY ¥ —i3b MUKHSVER L EHESRE 5 — N2 8EFH
CHFET BA > b B R NS E b HEE RO — 1% 0— K 5 8ET
ZEUDNA (BFIFES 6 3) 12OV TP CRIERAVTHIE L%, B
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BRI F—p COS LIHAT 52 & THELE~Y 5 —Th b, £ hHEL
ERBHRIHEF ~ gyl #88 L L, LREFABRORETIR CEBEFORIESIT
w\%ﬁ7?4v~&L14Vhayu05%®mﬂtn4fvﬁ4fb‘ﬂo
EcoRIKUBamH I #IREREZESI2HT 5L 5CRHLAEGICHL
~S (BIEF64) 2. 5774+ —L LTk PHETERKCHL FA4
LWNY%@DNAKAX?D#4XL\EOEVVﬁﬁ®~%%3~F?6EW\
:@@@t:ﬁyﬁinglHﬁ@%ﬁ%ﬁ%&%ﬁ#éi5ﬂ§ﬂLtGl
CH1-A (#5I1EE65) A,
T7AIRHEF—12E1O0H—gylRUpFd—12E10HKREEHS
FHR1 2 E 1 0 HHEAIEEIKOMERSIE U7 I BEFIZESIEE . 9410
2 | .
8. 2 12B10LSNEENES— Ky 5METFORSE
EMMPLIZHETAE ML 2E 1 0 LRIEER S o— K+ 38EF1
WO99 /1049 4RHBEDOT I BES FEFIES95) 2ECEIESO
CITRTHRERSIZRRE Lz, &bz, 205 Wict MIKBEFERDY —F
—Ed%) (BHESE97) Mol. Immunol. 1992:29:1515—
1518)%@%éﬁé:&?ﬂ%bto%%LEEEEWML%&ﬁﬁK%n
TNLS5b pDA—N—5 v FHIIEEHESLIICARDOF ) IX I LFFF (1
2E1O0VL1, 12E10VL2, 12E10VL3, 12E10VL4) iz
ﬁ%b\%hfnéﬁbtolZElOVLl(EW%%:QS)&UlelA
OVL3 (BFFS:100) 3 RES., 12E10VL2 (@IES: 9
9) RUL2E10VL4 (AEE: 101) 37 Ft  AMAREL. &
ERAY IR LA F FIRENEhORBHIC LY 7 v 7V S¥k. SMU
724%— (L2E10VLSRWU12E10VLA) Mz, 2E0®EF%
WL, 2B, 12E10VLS (BFIBEE:102) BEHTFA~<—TCY
— ¥ —BFIND 5’ M NA TVF 4 XL, EDE c oR I HIFBBERIREEISZ & Ot
Ay 7RI a5, £ 12E10VLA @AES: 103) 1%
BT74=—TLETEEEOCRIE 2 — P 2EERFUCAA TV #4 XL,
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EOB]nIﬁ@@%mﬁmﬁ%ﬁOIﬁ WCENENRE LT, o
P CRRIGT LR & FHRICITV. PCRARMIZ L. 5 %EBMAT Ha —R 4L
(amm&@>%mwﬁﬂbt%\ﬂ@%%EcoRI&UBInIf%ML
E b5 AR ERET A AT 5 UCL 9~y F—lcsu—=v s LE,
DNABRFIREDH, ELVWDNAERSI*ET3DNANASEHTF A3 e
HIRRBEE c o R I TLL. 1 2E 1 0 LFIZEIRR UL L5 AXEEEE
Bk o— MY ABETEBML, & 6IRB~YH—pCOS 1ILHAL, 12
ElOL%ﬁﬁ?(%ﬂﬁ%:lO4)%%O752iF&pCOS—12E1
OL &ML,
8. 3 EMRLI2ELOQ KﬁFv@W% .
ﬁ%mlelomw—xﬁva12EloVH—UVw~—12E10V
L®%kL\%®Ciﬁwmﬁm&wﬁﬂ%ﬁzmiétbmFLAG%W(m_
SIEE : 105) 2AMTHIECRELE, Vo h—EAIE (Gly,Ser) ,
D1ISTI/Emrbid )y h—EFl, Ekizd (Gly,Ser) D573/
M523 ) h—EFIRV., BHER12E108Fv (sc12E10BLW
db12E10) 2HBELL, | |
1) 57 /BBLREY L A—EFIEANEMRL 2E 1 0—AMF v
DIER
57i/@m6téuyw~ﬁﬂ%mwtﬁﬁﬁl2E10~$%Ev&:—_
KT BEETFIXL 2E 1 0 HEVIEEZ o — R4 5&EF0 3. ROL2E 1

OL%Vﬁﬁ%z—FTéﬁﬁ%@E%m(GLyﬁer)gmaﬁéuyw—~

% 3 — B B WEESI & AN S E I EFICOV T ERERP C R iR A CH
BL. ERTOILICLVIEELE, BHR1L2E 1 O—4&#F v OERDOED
C ATDP CRT T A v~ (A~D) %M LT, 754 v—ARUCIETL =
B3 E L, 754 ~v—BBLUDRT vFt L ABBIEZET 5,
HERVBROI DD FE T 74 ~—121 2EL0S (F51<—A, BHE
B:106) 2AV. HEVESOLDORS 754 ~—DB 2 (754 v—B
ALFIES : 1 07) i3, HEVEROCKIEEZ 2 — K+ ADNAKANAL T Y ¥4
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XU, Bo (Gly,Ser) mb%2slri—ra— 4 aHEREIZ b
LEVERONKSEZ o — N 2HERSZH TS &L 5 ICRET L7,
LBEVESD ORI A7 F74~—DB1 (F54<—C, EHES: 10
8) BLBVHEBONKEEZ 22— FFADNALNA TV FA XL, B2 (G
Y Ser) mbRd Y rh—Ea— K5 EEEAR 5N HE VRO CK
Wa o N ZEERMEZET S LD IR L, LEVERORDORS TS
A<—iX12E10FA (F74~—D, EFIES: 109) ZLHETLEKC
%%&Z—F?éDNAKA4fUF4XL\EOFLAGéﬂhFTéﬁgm
FI#HL, SHIENo t 1 FIRERRMBMIEE TS LI ITRET L,
E—PCREBIZBWVWT22ODRFEA-BRUIC—D%ITV., £LTHE—PC
R2O\BHNZ2OOP CREFRMEZNG BEOHRMMEICLV T vV T &
#fe, KIZ, 54— ARUDEMAT, 573/ BrbR5 Y wh—EA
tﬁ%ml2E1o—KﬁFv&:—FT@@EDNA&%ELtK%:PCRL
&B\%—PCRKBmTM\ﬁ%&leloH%Vﬁﬁ%zwkféfix
IRHEF—12E10H—gyl (EWHI8. 1%8K) RUOHEMMR12E10
LEVIEMZE o — F¥5752 I FpCOS—12E1 0L (EMhS. 128
B) zEhZENgFH L LTRWE, ,
F—PCREBEOBKS0pliX, 5pl®10XxPCR Gold Buff

~er 11, 1.5mM MgCl, 0.08mM dNTPs, 52=y h®DD

NAKRYAS5—¥Ampl iTaq Gold (BLEPERKIN ELMER 48, 10
O aENTODETTA—RN100n gDEFHERDNAZERL, 94C
DPENBREICTIGHEZ LTRIZIACITT3 O, 5 5CIZT3 OMHRD
72CIETIRMDOY A I 1% 3 5BIRE LE. RISRBREMEEIZT7 2°CTS
Sy FEImER L7z,

PCRAMRMA—B (429bp) RUC—D (395bp) iIFE_PCRT
Tytyjubto%:PCRKBwT\%@kbflpoO@%—PCRﬁm
MA—-BRUOUPCREIGHMC—D, LOOEIEALTODETSFA<w—, 10nl
ND10xPCR Gold Buffer II1.1.5mM MgCl, 0.08
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mM dNTPs\SJw/F@DNAf)%f—ﬁAmpliTaq
Gold(HiPMMN&MR&@)%aﬁf698pl®PCR@ ﬁ& £
o & RROFHT TRIES ¥, | |
%:PCRKIDEEt795bp@DNA%ﬁtowrl.s%ﬁ@ﬁ7ﬁ
0— R4V % D TRB L Tt4, EcoRIKRUNo t I THLL, BbhD
NAWiFZpCHO LR/ #—F7/iFpCOS 1y ¥ —k7/u—=r7 Lk,
728, AFEB~75—pCHOL1X, DHFR— —AE—RVH—-PM1—£f (WO
921975988 256, EcoRIKUSma I{HliCL HHEET %

HIEtL., EcoRI—NotI—BamHI Adaptor<i@ﬁ&®)%

T B LT L VB LRy #—Th 5, DNAESIREDKR, BHRL 2
B 5—44F v OIELW\T L/ BE5I% = — FT3DNAMA £ &L/ F A3 K
%*pCHO—db12E10, RUpCOS—db12E10LMALE, X7
3XiFpCHO—db12E10&@pCOS—db12E10Kaiﬂ5ﬁ 
M1 2E 1 0—4$F v ORERSIROT I/ BESNZESIES : 1 1 0ITR
T

(2) 1573 /@NPBIE5Y L — B B EERL 2 F 1 o—-z:m v o
DYER

157/ BreRsY) v —EilEAVEERERL2E1 o~—z|:ﬁ%r v%:::
— KT 28EFIEL 2E 1 OHHVERY 2 — FT2BEFO 8, RUL 2E
10 LEVHESE 2 — KT ARETOSWICERER (G1y,Ser) bk
%Y vh—%a— N 5 HEERS NS € EEFICOVT, FRENRPCR.
BEROVTHIEL, ERETHZEICLVEELL, BHEMR12E 1 0—&#F v
DHERD T HIZ AADP CRFS5 A v— (A~D) 2EALE, 774~<—AR
UCit/XEﬂ%ﬁb\7747—BﬁiUDﬁ7y?tszW%ﬁ¢5o
HE VRO HORE T 54— 12E10S (74 v—A, BHE
5:106) AV, HAVEROLDO®F 774~ —sc4. 8 (T74~—
B, BAIES: 111) i HEVEROCKELa— FTB3DNARATY
FAXL, B2 (Gly,Ser) ,hbRd vh—%a— KT 5 HERSIZ G
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Cic LEVIERON K% 2 — K4 2HERSIEHT 5 & 5 ICRE L,
LV DL D ORIE TS 4~ —s c 1.3 (F754v—C. BHEE: 11
2) 1 LBV RO NKE 32— FYBADNAKALTY ¥4 XL, B> (G
viSer) MbRB YL H—%a— P HEERFIZ b HE VRSO CK
Br o — N BEARSEE TS L 5 ICRE Lic, LEVEROLDOERY TS
47~@12E10FA(7?47%D\mﬂ%%:109)@Lﬁﬂ%ﬁﬁc-
Kk a— FYBDNARNS T Y F4 XL, AOF LAGY) 32— Ky HHER
FIEHE L. SHICNo ¢ | HIRBERBRIMIA A5 & 5 et L,
E—PCREEIZBWT22OORKBA—BRURC—D%ITV, £LTHE—PC

R#5BLNE2ODP CREBME NS B EOBMMEC L) Ty ey 7Y &

¥h, KIC. 754 ARUDEMET, 157 I/ BPb2E) v I—%
VWeEHR 1 2E 1 O—A$F vEa— FT52RDNA%MIELL (BZPC
R). %%, B—PCRIEH\TIE, BHR1 2E10—AB#FvEa—F§57
FAIKpCOS—db12E10 (EHEFS. 1 (DEBR) 2HME LTH
7 ' | '

%—P CREMOWIKS Opl ik, 5pl®1O0xExTaq Buffer,
0.4mM dNTPs, 2.52=y hODNARY A5—¥TaKaRa
ExTaq (UUEEBEGEHR)., 1008:%»%0@%7?4v»&010n
g DEFHFHUDNAZEH L. 9 4 COPHIREICTI 0BME L TKIC9 4TIC
1 SBEMRUT 2°CK T 2HMOY A 7 L% 5E, 9 4CTIET1 SHMRYT
otmrz%ﬁo#%&»%5@(94@wfl5@%&@68tm12ﬁ@®J
A7k 2 SERE L. RISRAMEEICT 2CTE HMMBALE,
PCRARMA—B (477bp) RKC—D (447bp) B -PCRT

FTytrFY L, EBTPCRIZBWT, 8L LT1pL T 20%E—P CREMR

MA—BRUPCREEHC—D, 100 EIELTODT 54 v—ARVUD,
SpldD1O0XExTagq Buffer\0.4mM dNTPs, 2. 52=y
F@DNA%U%?*fTaKaRa.ExTaq(Hti@ﬁ&@)%@é&«
LRR L RO T TR S B, |
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E_PCRICKVAELKE825b pDDNAKHICONTL. 0%EBRT A
u—z#»%mwfﬁﬂb\EcoRI&UNotIT%WL\@BﬂtDNA
Wik % pCHO1RZ #—F#iIpCOS 1~y ¥ —itru—=vs L%, DN
ABBIRED%, FHMR L 2E 1 0—k#F v OE LT S/ BEsza— KT
5DNAMH%§U77xiP%pCHo—so12E10&wpcos—gc
12E10&ﬁ$LtoKjizinCHO—sc12ElO&UpCOS?
sc12E1O0KEENAEMML 2E 1 0—ARF v ORERIRUT < /B
MFIERIES : 11 31077,
8. 4 EMIREAVERZI2E10%ik (1gG, Fab) RU—FHF v
R RTF FORH

12E10%k (1 gG, Fab) 26WNZ1 2E 1 OHUEMERDO—FHF v
(Dor—ERFIs5T7 I /B, 1573 /8 3COS—7#ias LIIZCHOM
MEAVRERSEE, |

COS-7#lax AV —BMRERIFKROLIICLTTok, TROHL, Ge
ne Pulser] I3E (BioRad ) W= L2 briRb—v 3 &
L DBETEALE, 12E1 04 (1 gG) ORRCHABORIE~S 5
—HEF—12E10H—gylRWpCOS—12E10L%&10png¥do%.
12E10F a bW R DOHEBICIIpFd—12E10HEPpCOS—12E10
L&10pg¥o%, —KHF vORBIIpCOS—sc12E10 (10n
g) FfiXpCOS—db1l2E10 (10pg) ¥PBSIEHLLCOS—7
MR (1x1 07/, m1) 0.8mlKBAELELDEX2~y MIMA, 1.
5kV\zspFDoﬁﬁwrﬂwz%ﬁito5&&(109@@@@%%@%\
Ly baRb—vs VB EREMEE, 10%DOU VREMEEZERT DD
MEM### (GIBCO BRL #-8) (hmx sk L7c, #EERE, Mz PBST—
Epeid L, & 5ICEMFEMCHO-S-S FM 1 [ 55# (GIBCO BRL #:&) %N
i\é&wsa%%%bto%%t%%ﬁbp%@&@%%%%bt&\0.22
pmOT7 A NVF—Z@TZ & THRE L,

¥7-. 1L2E 1 OHEHEKDO—FEHF v (RYXTFFR) OEFHFEHRCHO
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HOMBREMISIT 57, pCHO—sc12E10%kiEpCHO—db12E
1 0REAY ¥ —E2TAENCHOMBICHETFEA LT,

C BRB|RI7F—%, Gene Pulse r 1 138 (BioRad #:8) AW
xLy hmRL—Y s VI L ) CHOMIICRETEA L, Pvu ¥l
iDE%ﬁKLtDNA(lOOpg)&PBSK%%LKCHOmw(lXiN
W,/ m1) 0.8ml HEALELDEX 2~y MM, KPTL 0SHE
Ebt%\1.5kV\25pFD®§%KTRwR%5it°EEKTIO%W

 DEEMEO%. =12 haRL—y s B, 10 %OER Y

M RMIER N4 & H T 5 CHO-S-SFMI 1541 (GIBCO BRL #58)
M L, R 2 BRI L 0%DEN Y VRAMEEEH T 5HEMAEC

'HQ%%SFMII%%(MMOWLHQ)KfﬁﬁbtoﬁBﬂtﬁnbyﬁ

SWTRBRBEDOEH VN B —% 1 2E 1 0—4#F v OEAMIEKE L TERL
o T OMEM Y ERFEEMCHO—S—SFMI I#5H (GIBCO BRL ) iT
T%%%\%%Lﬁ%%b\ﬁbﬁ%miommmﬁ&%%%m‘szpm@
TANE—HFTI L THEELEERR L,

8. 5 CHOMMEADL 2E 1 0MRO—4HF v ORFR

EHHIS. 4 TEE—AYE vREECHOEAHK (sc12E10, db1l2
E10) FhEhOEEFENOHFLAGHENS A, RBTSAVHBNT7 2%

-mmr—K%Fvé%ﬂbt

(1) $iF L AGHifEA 5 1% Fu i

B3 % (sc12E10, db12E10) %, Zh®h150mM NaC
| &5 0mM P Y R-IERIEENR (pH7. 4) WWTEELL LA FLAG
Mz774:?4#»(51@MA&@)wﬁAmmmL\ﬁ%@%fﬂ?A%
BEE%., 100mM 27U T URHEIR (pH3.5) TH 7 ARRELLEERYZ
B Ui, BHESRESIC 1M R A-EEBEEE (pHB8. 0) M THR

"L, SDS—PAGE TCHEBRHES WL, —AHF v AR ShICES %,

ZFhEh7 =L, Centricon—10 (FIzavgil) 2ANWTHN20
f%}%ﬁgl/f:u
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(2) &l -

(1) OE4S%. 0.01% Tween20FLPBSTE#{LLEZSupe
rdex200HRAIFA (10x300mm, Amer sham Pharma
ciaftll) IWHMLE, Zow 7SR5 3BLVS 4ITRT, EORR.
scl2E10RBNTH2OSDE—2 (A, B) Afliahk (B53). £&,
db12E10Ti, 220E—7 (C, D) #rilishi (W54). ThEh
DEe—sESESBL, BTHFIRN, FFNTAEL, La emm ] | OFEL
WU CERKBET . KBREARE v —7 ) VTV FIA—RELE,
5 5izRT&oic, BHA, BB, EHHC. EBHDWTHHETHIOERMD
HECEDLT, RNTEORFEMNI L kDICE—NVFEEXTL, THhbHOD
H5 %, AiDPSuperdex20 OHRI I AERBWFIVAIBTHIT LI
BR. HAARRMT LOSFEH 20 kD, HBIIRA4 2 kDICEHENE
(M5 6%BH), —F. ENCIRAPTEOSTRNG69kD, BHDIERAL
kDIcEHEhE (M5 7%228R) ULOBER»S, scl2E10HKRDES
AR~ F v OHHABAMEY A = —T. BHBE—KHEF vOT/ v—Th
D, £/, db 1 2E 1 OBRDES CIZ—ARHEHF v OFXE/EEMERN) = —,
E%Dﬁ“K%Fv@##ﬁﬁéﬁﬁ%?*?bélkﬁ%@énto
8. 6 HEW—AFHF vOTPOKT I=X MNEMORIE

E FTPOZAG (MPL) #%HET5Ba/F 3#E (BaF/mpl) {3 538
BN R RIS B - LI 5T, Himp | —RSHIED T P ORBEHOIMBET
27, .

BaF/mp 1%, 1%V VEIRME (GIBCO#E) #ZFLRPMI 164
Oy (GIBCO #) T2EEH LiDb, 5x1 0°#il,/ m L OMIEEIC:
D E S CHEBICEE L, FIMP L—ASHAEEIe FTPO (R Systems
) FEMCELICAR L, AR5 On LICHEE XL FT P ORIE
50uLZEMATI9BNRTA 2 ayz/LFEESL—F (Corning #8) IZHEL,
CO, A vFa—F— (CO,MIE : 5%) T2 ARRMEELL, HBE. WS
T— S8R (EHBERTRESFE : FHFA T A7) #10plinz, EE
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VIR SEBER Benchmark Plus (BioRad #84) %MV THEKE 450 nm, K
BEG6 55 nmOEBERHELE, CO,A % an—F— (CO,BE:

59%) T2ERIA L% 2~— h L7f%. Benchmark Plus % BV THERNERE 4
50 nm, ﬁﬁﬁﬁéssnm@ﬁﬁg&ﬂﬁbtoWST—8$$@E%@&
KISUTHEA S 0 nmOREBRGEETHZ hnb, 2RIOREEEETE

2B a F/mp | MIASEFEIENE 25046 L7,

%ﬁleloﬁwﬁ%&%ﬁéﬁtcos 7 M OEE EIEE AV, MP
LKﬂTéTﬁ2%b%ﬁ%ﬁmLtﬁ%%@58wm?°)/ﬁ*%ﬂ57:

v/@(dblZElO)%lUlST‘/M(schElO)®~$ﬁFvT

LB RTFRICREE O LR NRD b, TPOKDT T=2 MEMEZR LD
L (ED50 ; #hZh9 pMBLU51pM), 12E101 gGREVL
2E10F a b TiIAKEMSROON2D 0T, ‘ |
—AEF viZ) v —ERFIOE ST L - T, HﬁkL%mA%WtHT&<
SEETENBTEZ LRI TIREEOZREEER TS EBFMONTY
%o £ZT, 12E1O~K%Fv&%ﬁéﬁKCHOmﬁwﬁﬁtﬁéfwé
BHELT, MPLIZXH 37 F= 2 MEMEFRE LE, ZORBREES 9IR
TgschElO*be#KaiﬂéZ%W(écleloﬁXV—‘E
DSO-; 1.9pM) IIHEWE (sc 12E10%F/<—, ED50';>1IOn
M) IZH~T, 500 OffAEMV\T POKT =2 MERERL, T OEHEIE
TPO (ED50;27pM) LV b¥mok, ¥, dbl2E1 00K
(db12E10#%A4~<—, ED50; 2.0pM) iIscl2E10¥F1M~v—¢&
EEFASOMVERER L, FASBATRNIOERELHESNZAD 1 2
E10hJ~— (ED50;7.4pM) $db12E1 0¥ ~v—iCiAEEH%H
VIEMER L, UEOERMLS, 7a=2Z Mifk1l 2 E 1 0 OEEITIE, FUR
EAMUNTME (F1=—) THEILNBEELEIGNEH, 12E10 Ig
GIIREERR ORIk D L b, BIZTETHE 21T TRL ., FREAH

BREDEMCEE L W - ERLEE LB IN 5,
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[0 8 D fif B 72 4 |
1. brRIgGlHfks, e FIAPERRTAIL1210#E (hIAP

/L1210) REASLEVCERRTIa—HF A4 FA MY —DOREREFRTRT

HB, ,
B2, *ASMABL— 13, £t hIAPARET AL 121088 (h
IAP/L1210) KERHICESTAZLERTZ7u—HA FA FY—OfF
RERTHTH D,

3. *ASMABL-2#ifk2, t PIAPEERTSL12104kE (h

1AP/L1210)w%i%m%ﬁ#a:&%%¢7u~%4b%bu~®ﬁ
REFRTRTH D,

R4. AERHITHPE—FEHF v 021’?5275%%*%’:‘&%%:%?@'@&60

K5. AEHO—FHEF vEaI—FTHDNAZ, KFEEICTREASIELILD
WEBRIERER T Z A FO—FIOWEEZTRT,

M6, ARPO—AYF vEI— NFBDNAZ, WILEBMBKICTRASE
Bl-DIERTIREATT AI FO—FIOEEELRT,

®7. ZWH5. ATELREYIXELT Oy NORKREERTRTHS, &£

Ly, HsFRE—H— (E»p597.4, 66, 45, 31, 21.5, 14.5
kDa#%5F%). pCHO1EACOS 7 MfaiEs® kg, p CHOM 2 EAMIRHE

- #L., p CHOM 2 MAMMIEHE EHICEMRMABL — 2 ik—ASF v

(RED) BEALMDTEETN TS Z L ETT,
M8. =zyvho—neLTOpCHOL/COS 7MER LEOTMAEIX, =
Vo=l LTOPpCOS1/LL1210MCEEASLRNIEERT IO

YA b AN —ORERERTETH B,

[M9. MABL2—scFv/COST7HIERLEOTMKE, 2 br—n
ELTOpCOS1/L1210MRICIIKESLBNI LEZRTT7r—HA bA
N —DRERETRTETH B,

K10. v br—AtLTHOPpCOS1,/COS 7HiaEELEDCHEII. h
1IAP/L1210MKICEALRNIEERTIR—HA FA M) —DKERE
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RIETH 5,

ﬂll.MABLZ—scFv/COS7WW%%LE®ﬁWﬁ\hlAP/L
1210%%Kﬁi%ﬁ%é?é:&%ﬁT7m~#4b%FU—@%%&%T
HThHs, S |
K12 Zfifi5. 6 CritCompetitive ELISAORERERT
MThy, AEFAO—AEFv (MABL2—s cFv) OHRGEEENEE, =
/bu—webr@pCH01/cos7%@%%L%&%&Lr 773%/
7 a—FLHEMABL — 2 OHFERE! ﬁ?émiéhﬁkaT?QTbé

K18, Efifl5. TOTEF—VABEPROBRETTIRTHY, IV IR

—ALLTOpCOS1,/L121 0, 2 ba—LELTOpCHO
1,/COS 7 1Bt LML T 3 h— S A BB LRV D LR,
@14.%%%5.7@7%bbvzﬁﬁﬁ%oﬁ%%ﬁT@?bnynvFﬁ
—AELTOPpCOS1,/L1 21 OMIICH, MABLz—squ/coS'
7 fBRasEEE EEHRIET R - /z&%tbﬁw L ZRT

K15. £fpls5. 7O7H - AFEPROBRERTHTHY, h 1 AP
/L 121 0MAIZIE, :ybm~»aLT®pCHoi/cos7mmﬁﬁt-
W7 R b=V A RHE LRV L EFT, | |

X16. EWEfFS. 7@7?#~zx%§%%@#%&77ﬂfbb h1AP
/L 121 OfRITH L, MABL 2—s ¢ F v /COS 7#iaEE LIEHES.

| BREICT R b -V ARBET B & AT

B17. EHHl5. 7@7fb—vx%§M%®F%%TTmeo CCRF
—CEM%%KH\:VFn—w&LT@pCHOl/COS?M@%ﬁLﬁﬁ
TR P R EFRE LRV L &RT (RRRES 0%).

M18. Effl5. TOTHF—VABEDROBRELFTECTHY, CCRF
— CEMHMBICR L. MABL2—s ¢ Fv,/COS 75 L EAER
BT R P —VRARBRT 2 LE2TT (BRBES 0%).

®19. Eiafls .Q@CHOMWEE®MABLfZVWE%D—KﬁFv@

F‘%&aﬂ&&_ #U T, Blue—sepharose 7 5 LATEHLNEEHLTZNA I‘Df’\*/T/\&
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AR5 BERCTRELEROS a7 b7/ 5 ARTETH ), XERE—7
& LTHR A EHOBEEONEZ L ERT, '
@20.%%%5.9@(2)1%6%t@ TA, EAR Bkowf#wm@k
DER L RERTRTRTHY . BHATEENT LOSFENS 6 kD, HESY
BRI 7 6 k DOMBILEE L — 25 (ZNTHATRUB 1) REHLES
LERT, | | .
M2 1. EEFIS. 90CHOMMELEDMAB L — 2HikmRO—FHEF v O
BB IC BV TR LA EAE SD S — PAGETHITLEETHY., fihd

M22. CHOMBREELEDPMABL — 2 ¢m%®—$%Fv®ﬁ§Kﬁwtﬁ
BREEAA L RUB I %/ VIEBICE DA LERREFRTRTHY . @
e/ =—»52D, BYB LIZFM4v—»bR5 I LEFT, -
M23. ARFO—AHEF viEa— FF3DNA%R, KBEOBEAMIC TRAS
HHDICERRERER T 7 R I FO—FlOMEETT,
K24 KEFIS. 12OKBEWEELDOMABL— 2HKARD—ARHF v
RYRTF ROFRICE T, BohBine S VBB N 7 5% R OREL
FERETRTRTHY ., %t~&ﬁ%ﬂ%ﬂﬁ%ﬁﬁ@%$@—$%Fv@%/
v FAR—ERT,
@25.%%%5.13@7ﬁb—vzﬁﬁﬁ%®%%&%fmﬁﬁb\hIA
P/L1210MIICH, 5 oAl LTOwYR 1 g GHlkRTH h—
AEFERLRNI LE2RT (BRBE3 1 g/ ml), o
K26. 5. 1307 KV AFRVEOHEREFTTETHY. hIA
P/L1210#MICkL, CHOMMELEDMABL 2—s c Fv &1 v—n
BPECTRE—VA2BBTDL 27T BRBES 1 g/ m 1),
R27. EWHS. 130TH—vABEDRORRELRTETHY. h 1A
P/LlZloﬁﬁﬂﬂbyk%%ME%E®MABLz—scFyﬁ%v—ﬁ

_@%M7ﬁb—vz%%ﬁféckéﬁf(ﬁ%ﬁ&Sug/mlh

Ezs.%ﬁ%s.13@7%%~7z%@%%@%%%%?@?&@\hrA
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P/L121O0MARIZIL CHOMMBELADPDMABL2—s c F-v{-/'?-fd)“f'
eV ABEMERR DY ho— L ARETHS T L ERT (RMBE3 1 g
/ml), | | :

®29. EHFI5. 130T RM—VABEPROBRELTTHTHY. h1A
P,/L1210MKEIciE, KBEMMEELEOMABL2—s cFVvE/v—DT
b=V AFRIERN Y hu— Ve RBETHD I LETY RRBRES 1 ¢
/ml),. |
M30. EHHS. 1307 —  ABEDRORRELTTETHY, h 1A
P/L1210MAICIE, 2y he—nELTOwYR] g GHKIIMRFLAG
ﬁ%@%MK&aTBTﬁb~vz&%@utw:a&%?(%%%&3ug/
ml), | B

K31, ZHEI5. 1307HF—VABEDROEREZTTETHY, h1A
P/LlZlOMEKﬂL\CHOM%%E@MABLZ—scFv%/V~ﬁA
WFLAGHEOEMICE > THEELT R b=V REBBT LI L2FT (B
BE3 g/ /ml). |

32, b FEMEEEEKKPMM2 2BE LY 2OMEFOL L1 g GRE
EERELELOTHY, v VACKITAHE MEBEICL VEEShBE F1gG
DELHE L ERERTECHY . s ¢ Fv,/CHOYAv—HKPMM2 i
MO L FERICRIFI LTV B L ERT, o
HBS.E%@ﬁ%@??%@éﬁﬁ#%%Lfﬁb\son/CHOﬁ%%
RSB RVCARNEAFEECER ShTVE T LER LTS,

H34. MAB L — 2 fifkiisko 2 >0 HEVERR 2 0 LY VEREZ ST
BEHE [s ¢ (Fv),] 2RRTET 723 FO—FIOWELFT,

M35. [H] — [L#] £A23 L5 VEBRERL, BoRTF R I—
pEERNs cFv (HLIAY) 2RRTH7T 2 FO—FOMEERT,
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